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TTTI.F. 
Type II Intericukin-1 Receptors 

BACKGRQlflffl QE IHE invention 
The present invention relates generally to cytokine receptors, and more specifically, 

to Interieukin-1 receptors. ■ 

Interleukin-lo (IL-la) and Interleukin-ip and (IL-ip) are distantly related 
polypeptide hormones which play a central role in the regulation of immnne and 
inflammatory responses. These two proteins act on a variety of cell types and have 
multiple biological activities. The diversity of biological activity ascribed to IL-la and IL- 
ip is mediated by specific plasma membrane receptors which bind both IL-la and IL-1B. 
Due to the wide range of biological activities mediated by IL-la and IL-ip it was originally 
believed that the IL-1 receptors should be highly conserved in a variety of species and 
expressed on a large variety of cells. 

Structural characterization by ligahd affinity cross-linking techniques has 
demonstrated that, despite their rignificant divergence in sequence, IL-la and IL-1P bind to 
the same cell surface receptor molecule on T cells and fibroblasts (Dower et al., Nature 
(London) 324:266, 1986; Bird et aL, Nature (London) 324:263, 1986; Dower et aL, Proc. 
Natl. Acad. Sci. USA 83:1060, 1986). The IL-1 receptor on murine and human T cells 
has been identified by cDNA expression cloning and N-terminal sequence analysis as an 
integral membrane glycoprotein that binds IL-la and IL-ip and has a molecular weight of 
80,000 kDa (Sims et al., Science 247:585, 1988; Sims et al., Proc. Natl Acad. Set. USA 
56:8946 1989). 

Iiisnow clear, however, that this 80 kDa IL-1 receptor protein does not mediate all 
die diverse biological effects of IL-1. Subsequent affinity cross-linking studies indicate 
that IL-1 receptors on the Epstein Barr vims (EBV>transformed human B cell lines VDS-O 
and 3B6. the EBV-positive Burkitt's lymphoma cell line Raji, and the murine pre-B cell 
line 70273, have a molecular weight of 60,000 to 68.000 kDa (Matsushima et al., J. 
Invnunol. 736:4496, 1986; Bensimon et aL, /. Immunol. 742:2290, 1989; Bensimon et 
aL, /. Immunol. 745:1168, 1989; Horuk et aL. J. Biol. Chem. 262:16275, 1987; 
Quzronite et al.. Proc. Nad. Acad. Sci. USA 86:8029. 1989; Bomsztyk et al., Proc. Natl. 
Acad Sci. USA 86:8034. 1989). Moreover, comparison of the biochemical properties and 
kinetic analysis of the IL-1 receptor in the Raji B cell line with EL4 murine T lymphoma 
cell fine showed that Raji cells had lower binding affinity but much higher receptor density 
perceUthanasubcloneofELMTcells (Horuk et aL. J. Biol. Chem. 262:16275. 1987). 
Raji cells also failed to internalize IL-1 and demonstrated altered receptor binding affimues 
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with ILrl analogs. (Horuk ct aL, J, Sio/. Ctem. 252:16275, 1987). These daia suggest 
that the EL- 1 receptors expressed on B cells (referred to herein as type IIIL-1 receptors) are 
different from IL-1 receptors detected on T cells and other cell types (referred to herein as 
type I IL-1 receptors). 

In order to study the structural and biological characterisdes of type II IL-1R and 
the role played by type II IL-1R in the responses of various cell populations to IL-1 
stimulation, or to use type II IL-1R effectively in therapy, diagnosis, or assay, 
homogeneous compositions are needed Such compositions are theoretically available via 
purification of receptors expressed by cultured cells, or by cloning and expression of genes 
encoding the receptors. Prior to the present invention, however, several obstacles 
prevented these goals from being achieved. 

First, no cell lines have previously been known to express high levels of type II IL- 
1R constitutively and continuously, and cell lines known to express type II IL-1R did so 
only in low numbers (500 to 2,000 receptors/cell) which impeded efforts to purify 
receptors in amounts sufficient for obtaining amino acid sequence information or generating 
monoclonal antibodies. The low numbers of receptors has also precluded any practical 
translation assay-based method of cloning. 

Second, the significant differences in DN A sequence between type IIL-1R and type 
II IL-1R has precluded cross-hybridization using a murine type IL-1R cDNA (Bomsztyk et 
aL, Proc. Natl Acad. ScL USA 86:8034, 1989, and Chizzonite et aL, Proc. Natl. Acad. 
Sci. USA 56:8029, 1989). 

Third, even if a protein composition of sufficient purity could be obtained to permit 
N-terminal protein sequencing, the degeneracy of the genetic code may not permit one to 
define a suitable probe without considerable additional experimentation. Many iterative 
attempts may be required to define a probe having the requisite specificity to identify a 
hybridizing sequence in a cDNA library. Although direct expression cloning techniques 
avoid the need for repetitive screening using different probes of unknown specificity and 
have been useful in cloning other receptors (e.g., type I IL-1R), they are not sufficiently 
sensitive to be suitable for using in identifying type IIIL-1R clones from cDNA libraries 
derived from cells expressing low numbers of type II ILrlR. 

Thus, efforts to purify the type E1L-1R or to clone or express genes encoding type 
II IL-1R have been significantly impeded by lack of purified receptor, a suitable source of 
receptor mRNA, and by a sufficiently sensitive cloning technique. 



SUMMARY OF THE INVENTION 

The present invention provides purified and homogeneous type II IL-1R proteins 
and isolated DNA sequences encoding type IIIL-1R proteins, in particular, human type II 




D>1R, or analogs thereof. Preferably, such DNA sequences are selected from the group 
consisting of (a) cDNA clones having a nucleotide sequence derived from the coding region 
of a native type H IL-1R gene, such as clone 75; (b) DNA sequences capable of 
hybridization to die cDNA clones of (a) under moderately stringent conditions and which 
encode biologically active IL-1R molecules; and (c) DNA sequences which are degenerate 
as a result of the genetic code to the DNA sequences defined in (a) and (b) and which 
encode biologically active IL-1R molecules. The present invention also provides 
recombinant expression vectors comprising the DNA sequences defined above, 
recombinant type II ILrlR molecules produced using the recombinant expression vectors, 
and processes for producing the recombinant type H IL-1R molecules utilizing the 
expression vectors. 

The present invention also provides substantially purified and homogeneous 
proteins and protein compositions comprising type II IL-1R. 

The present invention also provides compositions for use in therapy, diagnosis, 
assay of type U IL-1R, or in raising antibodies to type U IL-1R, comprising effective 
quantities of soluble native or recombinant receptor proteins prepared according to the 
foregoing processes. 

These and other aspects of the present invention will become evident upon reference 
to the following detailed description. 

RRTRF DESCRIPTION OF THE DRAWINGS 

FIG. 1 is a schematic diagram of the expression piasmid pDC406. cDNA 
molecules inserted at the Sal site are transcribed and translated using regulatory elements 
derived from HIV and adenovirus. pDC406 contains origins of replication derived from 
SV40, Epstein-Barr virus and pBR322. 

FIG. 2 is a schematic diagram of the human and murine type II IL-1 receptors and 
the various human and murine clones used to determine the sequences. Thin lines 
represent untranslated regions, while the coding region is depicted by a box. The sections 
encoding the signal peptide are filled in; the transmembrane regions are cross-hatched; and 
the cytoplasmic portions are stippled. Potential N-linked glycosylation sites are marked by 
inverted triangles. The predicted innnunoglobulin-like disulfide bonds are also indicated by 
dashes connecting two sulfide molecules (S S). 

FIG. 3 compares the amino acid sequences of the human and murine type n IL-1 
receptors (as deduced from the cDNA clones) with the amino acid sequences of the human 
and murine type I EL-1 receptors (Sims et al., Proc. Natl. Acad. Sci. USA S6:8946, 1989; 
Sims et aL, Science 247:585, 1988) and the amino acid sequences of the ST2 cellular gene 
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(Tonrinaga, FEBS Lett. 255:301, 1989) and the B15R open reading frame of vaccinia vims 
(Smith and Chan, /. Gen. Virology 72:511, 1991). Numbering begins with the initiating 
methionine. Hie predicted position of the signal peptide cleavage in each sequences was 
determined according to the method described by von Heijne, NucL Acids. Res. 74:4683, . 
1986. and is indicated by a gap between the putative signal peptide and the main body of 
the protein. The predicated transmembrane and cytoplasmic regions for the type II IL-1 
receptors are shown on die bottom line, and are separated from one another by a gap. 
Residues conserved in all four IL-1 receptor sequences are presented in white on a blade 
background. Residues conserved in type II receptors that are also found in one of the other 
sequences are shaded; residues conserved in type I IL-1 receptors that are found in one of 
the other sequences arc boxed. Cysteine residues involved in forming the disulfide bonds 
characteristic of the immunoglobulin fold are marked with solid dots, while the extra two 
pairs of cysteines found in the type I IL-1 receptor and in some of the other sequences are 
i ndicated by stars. The approximate boundaries of domains 1, 2 and 3 are indicated above 
the lines. The predicted signal pepdde cleavage in the type II IL-1 receptors follow Alal3, 
resulting in an unusually short signal peptide and an N-tenninal extension of 1 2 (human) or 
23 (mouse) amino acids beyond the point corresponding to the mature N- terminus of the 
human or mouse type I IL-1 receptor. Other less favored but still acceptable sites of 
cleavage in the murine type II IL-1 receptor are after ThrlS or Prol7. This sequence 
alignment was made by hand and does not represent an objectively optimized alignment of 
the sequences. The nucleotide and amino acid sequences of die full length and soluble 
human and murine type II IL- 1 receptor cDNAs are also set forth in the Sequence Listing 
herein. 

FIG. 4 shows an autoradiograph of an SDS/PAGE gel with crosslinked IL-1 
receptors. Cells expressing llL-1 receptors were cross-linked to 125 I-IL^1 in the absence or 
presence of the cognate unlabeled IL-1 competitor, extracted, clectrophoresed and 
autoradiographed as described in Example 6. Recombinant receptors were expressed 
transiently in CV1/EBNA cells. The cell lines used for cross-linking to natural receptors 
were KB (ATCC CCL 1717) (for human type I IHR) , CB23 (for human type II IWR), 
EL4 (ATCC TLB 39) (for murine type I IL-1R), and 70Z/3 (ATCC TIB 158) (for murine 
typelllL-lR). 
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TVfimtions 

TL-1" refers collectively to IL-lo and IHp. 

Type H mterlenkin-1 receptor" and "type H IL-1R" refer to proteins which are 
capable of binding Interieokin-1 (IL-1) molecules and, in their native configuration as 
mammalian plasina membrane proteins, play a role in transducing the signal provided by 
IL-1 to a cell. The mature full-length human type H IL-1R is a glycoprotein having an 
apparent molecular weight of approximately 60-68 kDa. Specific examples of type H IL- 
1R proteins are shown in SEQ ID NO:l and SEQ ID NO-.12. As used herein, die above 
terms include analogs or subunits of native type H IL-1R proteins with XL-l-binding or 
signal transducing activity. Specifically included are truncated or soluble forms of type H 
IL-1R protein, as defined below. In the absence of any species designation, type H IL-1R 
refers genetically to mammalian type U IL-1R, which includes, but is not limited to, 
human, murine, and bovine type H IL-1R. Similarly, in the absence of any specific 
designation for deletion mutants, the term type D IL-1 R means all forms of type II IL-1R, 
inclnding mutants and analogs .which possess type II IL-1R biological activity. 
Tnterleukin-1 Receptor" or "IL-1R" refers collectively to type I IL-1 receptor and type II 
IL-1 receptor. 

"Soluble type II IL-1R" as used in the context of the present invention refer to 
proteins, or substantially equivalent analogs, which are substantially similar to all or part of 
the extracellular region of a native type H IL-1R, and are secreted by the cell but retain the 
ability to bind IL-1 or inhibit IL-1 signal transduction activity via cell surface bound IL-1R 
proteins. Soluble type H IL-1R proteins may also include part of the transmembrane 
region, provided that the soluble type E IL-1R protein is capable of being secreted from the 
cell. Specific examples of soluble type H IL-1R proteins include proteins having the 
sequence of amino acids 1-330 or amino acids 1-333 of SEQ ID NO: 1 and amino acids 1- 
342 and amino acids 1-345 of SEQ ID NO:12. Inhibition of IL-1 signal transduction 
activity can be determined using primary cells or cells lines which express an endogenous 
IL-1R and which are biologically responsive to IL-1 or which, when transfected with 
recombinant IL-1R DNAs, are biologically responsive to IL-1. The cells are then 
contacted with IL-1 and the resulting metabolic effects examined. If an effect results which 
is attributable to the action of the ligand, then the recombinant receptor has signal 
transduction activity. Exemplary procedures for determining whether a polypeptide has 
signal transduction activity are disclosed by Mzetda et al., J. Exp. Med. 777:861 (1990); 
Curtis et aL, Proc. Nad. Acad. Sri. USA Sd:3045 (1989); Prywes et al., EMBO J. 5:2179 
(1986) and Chou et aL, /. Biol. Chem. 262:1*42 (1987). 
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The torn "isolated" or "purified", as used in the context of this specification to 
define the purity of type II IL-1R protein or protein compositions, means that the protein or 
protein composition is substantially free of other proteins of natural or endogenous origin 
and contains less than about 1% by mass of protein contaminants residual of production 
processes. Such compositions, however, can contain other proteins added as stabilizers, 
carriers, excipients or co-therapeutics. Type II IL-1R is Isolated" if it is detectable as a 
single protein tend in apolyacryiamide gel by silver staining. 

The term "substantially similar," when used to define either amino acid or nucleic 
acid sequences, means that a particular subject sequence, for example, a mutant sequence, 
varies from a reference sequence by one or more substitutions, deletions, or additions, the 
net effect of which is to retain biological activity of the type II IL- 1R protein as may be 
determined, for example, in a type II IL-1R binding assays, such as is described in 
Example 5 below. Alternatively, nucleic acid subunits and analogs are "substantially 
similar" to the specific DNA sequences disclosed herein if: (a) the DNA sequence is 
derived from the coding region of SEQJD NO:l or SEQ ID NO:12; (b) the DNA sequence 
is capable of hybridization to DNA sequences of (a) under moderately stringent conditions 
(25% formamidc, 42*C 2xSSQ or alternatively under more stringent conditions (50% 
fonnamide, 50°Q 2xSSC or 50% formamide, 42°C* 2xSSC) and which encode 
biologically active IL- 1R molecules; or DNA sequences which are degenerate as a result of 
the genetic code to the DNA sequences defined in (a) or (b) and which encode biologically 
active IL-1R molecules. 

"Recombinant," as used herein, means that a protein is derived from recombinant 
(e.g., microbial or mammalian) expression systems. "Microbial" refers to recombinant 
proteins made in bacterial or fungal (e.g., yeast) expression systems. As a product, 
"recombinant microbial" defines a protein essentially free of native endogenous substances 
and unaccompanied by associated native glycosylation. Protein expressed in most bacterial 
cultures, e.g., £. cotf , will be free of glycan; protein expressed in yeast may have a 
glycosylation pattern different from that expressed in mammalian cells. 

"Biologically active," as used throughout the specification as a characteristic of type 
n IL-1R, means either that a particular molecule shares sufficient amino acid sequence 
similarity with SEQ ID NO:2 or SEQ ID NO:13 to be capable of binding detectable 
quantities of EL-1, preferably at least 0.01 nmoles IL-1 per nanomole type II IL-1R, or, in 
the alternative, shares sufficient amino acid sequence similarity to be capable of transmitting 
an IL-1 stimulus to a cell, for example, as a component of a hybrid receptor construct 
More preferably, biologically active type II IL-1R within the scope of the present invention 
is capable of binding greater than 0.1 nanomoles IL-1 per nanomole receptor, and most 
preferably, greater than 05 nanomoles IL-1 per nanomole receptor. 
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"DNA sequence" refers to a DNA polymer, in the form of a separate fragment or as 
a component of a larger DNA construct, which has been derived from DNA isolated at leas t 
once in substantially pure form, i.e., free of contaminating endogenous materials and in a 
quantity or concentration enabling identification, manipulation, and recovery of the 
sequence and its component nucleotide sequences by standard biochemical methods, for 
example, using a cloning vector. Such sequences are preferably provided in the form of an 
open reading frame uninterrupted by internal nontranslated sequences, or introns, which 
are typically present in eukaryotic genes. However, it will be evident that genomic DNA 
containing the relevant sequences could also be used. Sequences of non-translated DNA 
may be present 5* or 3' from the open reading frame, where me same do not interfere with 
manipulation or expression of the coding regions. 

"Nucleotide sequence" refers to a heteropolymer of deoxyribonucleotides. DNA 
sequences encoding the proteins provided by this invention are assembled from cDNA 
fragments and short oligonucleotide linkers, or from a series of oligonucleotides, to 
provide a synthetic gene which is capable of being expressed in a recombinant 
transcriptional unit 

"Recombinant expression vector" refers to aplasmid comprising a transcriptional 
unit comprisin g an assembly of (1 ) a genetic element or elements having a regulatory role in 
gene expression, for example, promoters or enhancers, (2) a structural or coding sequence 
which is transcribed into mRNA and translated into protein, and (3) appropriate 
transcription and translation initiation and termination sequences. Structural elements 
intended for use in yeast expression systems preferably include a leader sequence enabling 
extraocular secretion of translated protein by a host cell. Alternatively, where recombinant 
protein is expressed without a leader or transport sequence, it may include an N-terrmnal 
methionine residue. This residue may optionally be subsequently cleaved from the 
expressed recombinant protein to provide a final product 

"Recombinant microbial expression system" means a substantially homogeneous 
monoculture of suitable host microorganisms, for example, bacteria such as E. coli or yeast 
such as S. cerevisiae, which have stably integrated a recombinant transcriptional unit into 
chromosomal DNA or carry the recombinant transcriptional unit as a component of a 
resident plasmid. Generally, cells constituting the system are the progeny of a single 
ancestral transformant Recombinant expression systems as defined herein will express 
heterologous protein upon induction of the regulatory elements linked to the DNA sequence 
or synthetic gene to be expressed. 




Type P IMR ftPttffls apd An^lPRs 

The present invention provides isolated recombinant mammalian type II EL-1R 
polypeptides. The type II BL-1R proteins of the present invention include, by way of 
example, primate, human, murine, canine, feline, bovine, ovine, equine, caprine and 
porcine type II IL-1R. Type IIIL-1R can be obtained by cross speties hybridization, using 
a single stranded cDNA derived from the human or murine type IIIL-1R DN A sequence, 
for example, human clone 75, as a hybridization probe to isolate type II IL-1R cDNAs 
from mammalian cDNA libraries. T jfe most trarnimftl inn tmrnrnflliflti typ* TT TI^- 
1R is presumably encoded by multi-exon genes. Alternative mRN A constructs which can 
be attributed to different mRNA splicing events following transcription, and which share 
large regions of identity or similarity with the cDN As claimed herein, are considered to be 
within the scope of the present invention. DNA sequences which encode IL-IR-II, 
possibly in the form of alternate splicing arrangements, can be isolated from the following 
cells and tissues: B lymphoblastoid lines (such as CB23, CB33, Raji, RPMII788, 
ARH77), resting and especially activated peripheral blood T cells, monocytes, the 
monocytic cell line THP1, neutrophils, bone marrow, placenta, endothelial cells, 
keratinocytcs (especially activated), and HcpG2 cells. 

Derivatives of type II ILrlR within the scope of the invention also include various 
structural ferns of the primary protein which retain biological activity. Due to the presence 
of ionizable amino and carboxyl groups, for example, a type II IL-1R protein may be in die 
form of acidic or basic salts, or may be in neutral form. Individual amino acid residues 
may also be modified by oxidation or reduction. 

The primary amino acid structure may be modified by forming covalent or 
aggregative conjugates with other chemical moieties, such as glycosyl groups, lipids, 
phosphate, acetyl groups and the like, or by creating amino add sequence mutants. 
Covalent derivatives are prepared by linking particular functional groups to type II IL-1R 
amino acid side chains or at the N- or C-terarinL Other derivatives of type HIL-1R within 
the scope of this invention include covalent or aggregative conj ugatcs of type IIIL-lRorits 
fragments with other proteins or polypeptides, such as by synthesis in recombinant culture 
as N-terminal or C-terminal fusions. For example, the conjugated peptide may be a a 
signal (or leader) polypeptide sequence at the N-terminal region of the protein which co- 
translationally orpost-translationally directs transfer of the protein from its site of synthesis 
to its site of function inside or outside of the cell membrane or wall (eg., the yeast a-factor 
leader). Type II ILrlR protein fusions can comprise peptides added to facilitate purification 
or identification of type II 1L- 1R (e g., poly-His). The amino acid sequence of type II IL- 
1R can also be linked to the peptide Asp-Tyr-Lys-Asp-Asp-Asp-Asp-Lys (DYKDDDDK) 
(Hopp et al., Bio/Technology 6:1204,1988.) The latter sequence is highly antigenic and 
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provides an epitope reversibly bound by a specific monoclonal antibody, enabling rapid 
assay and facile purification of expressed recombinant protein. This sequence is also 
specifically cleaved by bovine mucosal enterokinase at the residue immediately following 
the Asp-Lys pairing. Fusion proteins capped with this peptide may also be resistant to 
intracellular degradation in E. coli. 

Type H IHR derivatives may also be used as immunogens, reagents in receptor- 
based immunoassays, or as binding agents for affinity purification procedures of IL-1 or 
other binding ligands. Type H IHR derivatives may also be obtained by cross-linking 
agents, such as M-nialehmdobenzoyl succinimide ester and N-hydroxysuccimmidc, at 
cysteine and lysine residues. Type II IL-IR proteins may also be covalently bound through 
reactive side groups to various insoluble substrates, such as cyanogen bromide-activated, 
bisoxirane-acuvaied, carbonyldiimiclazde-activated or tosyl-activated agarose structures, or 
by adsorbing to polyolefin surfaces (with or without glutaraldehyde cross-linking). Once 
bound to a substrate, type n IL-IR may be used to selectively bind (for purposes of assay 
or purification) anti-type II IL-IR antibodies or IL-1. 

The present invention also includes type II IL- 1R with or without associated native- 
pattern glycosylation. Type H IL-IR expressed in yeast or mammalian expression 
systems, e.g., COS-7 cells, may be similar or slightly different in molecular weight and 
glycosylation pattern than the native molecules, depending upon the expression system. 
Expression of type H IL-IR DNAs in bacteria such as E. coli provides non-glycosylated 
molecules. Functional mutant analogs of mammalian type II IL-IR having inactivated N- 
glycosylation sites can be produced by oligonucleotide synthesis and ligation or by site- 
specific mutagenesis techniques. These analog proteins can be produced in a 
homogeneous, reduced-carbohydrate form in good yield using yeast expression systems. 
N-glycosylation sites in eukaryotic proteins are characterized by the amino acid triplet Asn- 
M-Z, where Al is any amino acid except Pro, and Z is Scr or Thr. In this sequence, 
asparagine provides a side chain amino group for covalent attachment of carbohydrate. 
Examples of N-glycosylation sites in human type U IL-IR are amino acids 66-68, 72-74, 
112-114, 219-221, and 277-279 in SEQ ID NO:l. Such sites can be eliminated by 
substituting another amino acid for Asn or for residue Z, deleting Asn or Z, or inserting a 
non-Z amino acid between A] and Z, or an amino acid other than Asn between Asn and 

Al. 

Type H IL-IR derivatives may also be obtained by mutations of type H IL-IR or its 
subunits. A type E IL-IR mutant, as referred to herein, is a polypeptide homologous to 
type H IL-IR but which has an amino acid sequence different from native type II IL-IR 
because of a deletion, insertion or substitution. 




Bioequivalent analogs of type II IL-1R proteins may be constructed by, for 
example, making various substitutions of residues or sequences or deleting ter min a l or 
internal residues or sequences not needed for biological activity. For example, cysteine 
residues can be deleted or replaced with other amino acids to prevent formation of • 
unnecessary or incorrect intramolecular disulfide bridges upon renaturation. Other 
approaches to mutagenesis involve modification of adjacent dibasic amino acid residues to 
enhance expression in yeast systems in which KEX2 protease activity is present 
Generally, substitutions should be made conservatively; Le., the most preferred substitute 
amino acids are those having physiochemical characteristics resembling those of the residue 
to be replaced. Similarly, when a deletion or insertion strategy is adopted, the potential 
effect of the deletion or insertion on biological activity should be considered. Substantially 
similar polypeptide sequences, as defined above, generally comprise a like number of 
amino acids sequences, although C-tenninal truncations for the purpose of constructing 
soluble type II EL-lRs will contain fewer amino acid sequences. In order to preserve the 
biological activity of type II EL-lRs, deletions and substitutions will preferably result in 
homologous or conservatively substituted sequences, meaning that a given residue is 
replaced by a biologically similar residue. Examples of conservative substitutions include 
substitution of one aliphatic residue for another, such as He, Val, Leu, or Ala for one 
another, or substitutions of one polar residue for another, such as between Lys and Arg; 
Glu and Asp; or Gin and Asn. Other such conservative substitutions, for example, 
substitutions of entire regions having similar hydrophobicity characteristics, are well 
known. Moreover, particular amino acid differences between human, murine and other 
mammalian type II IL-IRs is suggestive of additional conservative substitutions that may 
be made without altering the essential biological characteristics of type II ILrlR. 

Subunits of type II tL-lR may be constructed by deleting terminal or internal 
residues or sequences. The present invention contemplates, for example, C terminal 
deletions which result in soluble type II ILrlR constructs corresponding to all or part of the 
extracellular region of type II DL-IR. The resulting protein preferably retains its ability to 
bind IL-1. Particularly preferred sequences include those in which the transmembrane 
region and intracellular domain of type n IL-1 Rare deleted or substituted with hy drophilic 
residues to facilitate secretion of the receptor into the cell culture medium. Soluble type II 
IL-1R proteins may also include part of the transmembrane region, provided that the 
soluble type II IL-1R protein is capable of being secreted from the cell. For example, 
soluble human type II IL-1R may comprise the sequence of amino acids 1-333 or amino 
acids 1-330 of SEQ ID NO:l and amino acids 1-345 and amino acids 1-342 of SEQ ID 
NO:12» Alternatively, soluble type II ErlR proteins may be derived by deleting the C- 
terarinal region of a type II IL- 1R within the extracellular region which are not necessary 
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for IL-1 binding. For example, C-tenninal deletions may be made to f^ *™*£ 

sequence of SEQ ID NO:l and SEQ ID NO:12 foUowing amino acrds 313 and 325 

^Ltrvelv These amino adds are cysteines which are believed to be necessary to 

rCSpCCOV 7' of th t tvne H IL-1R molecule and permit binding of the type 

m^^^n the ternary structure of the type u uwk. muictu^ <u. ^ lmttmm ^ m 

D IHR molecule to IL-1. ^•IM---"-"'''*^ 
3, tOT n^^crfaDNAcr^ g ^t y pcnll,lRa n dUicninscrm 1 gand=^g 

soluble pm^eina are described in Examples 2 and 4. 1* msntang ™ 
p^eins « ton assayed for to ability to tend 0.1. as described m Example 5. Bodtto 
^Hequences encoding such soluble type II IURs and to 
type inllR poudbs reaulring fiom such consouctioos ere conmn*taed.obew.ttonto 

^l^^nude^ sequence 

1R mast, of course, pms«ve the reading tranre phase of Ore codmg sequences turd 

mcopKemRNA. Although a muration site may be prederenmned, « not »~«* 
rlrre of to mutanon per « be undetermined. Foe example. . «*, ■» seleofta 
opdmum chamcmriedes of mnttnta . a given she, mndom mumgenests may be c»du«d 
«to mrget eodon art to expressed type n H,« mutants screened for to desrred 

^ Not all melons in to nucleodde sequence which encodes type H IWR will be 
expressed in to M modue, for e»mp.«, nocieotide «*^»^\"^ 
etZce expression, primarily » avoid secondary smcture loops « 
fte. EPA 75A44A. incomomKd herein by reference), or . pnrvrde 

^Z^cm be unreduced «^W. Wlv synthesizing oligonucleotides 
containing a mutant sequence, flanked by resmction sites enabling Uganoa to frugmam of 
to native sequence. Following ligation to msoltingmconsuutod sequence encodes*. 
^ogb^todeshed^a.Minsenion.sobsltarkm.ordele^ 

Ala^vely.oHgm.ucleotide^im^ 
employed mprcvide an akereti gene having pa-cuta codons 
Zn^ddeZorinserrion required. Exempt methods mafcng to d-n. 
set fort, above are disposed b, Wa.de, e. d. «*« «M» «•» »— ? * »" 
57-73 1985)-. Cnrik (BioTectei,-... January 1985. 12-19); Smrth e. d. (C««oc 
££Jrt* W mt WA P-m Press. 198.); and U.S. Patent Noa. 



4,518,584 and 4,737,462 disclose suitable techniques, and are incorporated by reference 
herein. 

Both monovalent forms and polyvalent forms of type II IL-1R are useful in the 
compositions and methods of this invention. Polyvalent forms possess multiple type II IL- 
1R binding sites for IL-1 ligand. For example, a bivalent soluble type II IL-1R may 
consist of two tandem repeats of the extracellular region of type II IL-1R, separated by a 
linker region. Alternate polyvalent forms may also be constructed, for example, by 
c he mically coupling type II IL- 1R to any clinically acceptable carrier molecule, a polymer 
selected from the group consisting of Hcoll, polyethylene glycol or dextran using 
conventional coupling techniques. Alternatively, type II IL-1R may be chemically coupled 
to biotin, and the biotin-type IIIL-1R conjugate then allowed to bind to avidin, resulting in 
tetravalent avidin/biotin/type II IL-1R molecules. Type II IL-1R may also be covalently 
coupled to dinitrophenol (DNP) or trinitrophenol (TNP) and the resulting conjugate 
precipitated with anti-DNP or anti-TNP-IgM, to form decameric conjugates with a valency 
of 10 for type niL-lR binding sites. + 

A recombinant chimeric antibody molecule may also be produ ced having type II IL- 
1R sequences substituted lor the variable domains of cither or both of die immunoglubulin 
molecule heavy and light chains and having unmodified constant region domains. For 
example, chimeric type II ILrlR/IgGi may be produced from two chimeric genes - a type 
II IL-lR/human k light chain chimera (type II IL-IR/Qc) and a type II DL-lR/human yl 
heavy chain chimera (type II IL-lR/CyLi). Following transcription and translation of the 
two chimeric genes, the gene products assemble into a single chimeric antibody molecule 
having type n IL-1R displayed bivalently. Such polyvalent forms of type II IL-1R may 
have enhanced binding affinity for IL-1 ligand. Additional details relating to the 
construction of such chimeric antibody molecules are disclosed in WO 89/09622 and EP 
315062. 

Expression of Recombinant Type II H^IR 

The present invention provides recombinant expression vectors to amplify or 
express DNA encoding type II IHH Recombinant expression vectors are repHcable DNA 
constructs which have synthetic or cDNA-derived DNA fragments encoding mammalian 
type II IL-1R or bioequivalent analogs operably linked to suitable transcriptional or 
translational regulatory elements derived from mammalian, microbial, viral or insect genes. 
A transcriptional unit generally comprises an assembly of (1) a genetic element or elements 
having a regulatory role in gene expression, far example, transcriptional promoters or 
enhancers, (2) a structural or coding sequence which is transcribed into mRNA and 
translated into protein, and (3) appropriate transcription and translation initiation and 
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tenrniiation sequences, as described in detail below. Such regulatory elements may include 
an operator sequence to control transcription, a sequence encoding suitable mRNA 
ribosomal binding sites. The ability to replicate in a host, usually conferred by an ongin of 
replication, and a selection gene to facilitate recognition of transforms may additionally 
be incorporated. DNA regions are operably linked when they are functionally related to 
each other. For example, DNA for a signal peptide (secretory leader) is operably linked to 
DNA for a polypeptide if it is expressed as a precursor which participates in the secretion of 
the polypeptide; a promoter is operably linked to a coding sequence if it controls the 
transcription of the sequence; or a ribc-some binding site is operably linked to a coding 
sequence if it is positioned so as to permit translation. Generally, operably linked means 
contiguous and, in the case of secretory leaders, contiguous and in reading frame. 
Structural elements intended for use in yeast expression systems preferably include a leader 
sequence enabling extracellular secretion of translated protein by a host cell. Alternatively, 
where recombinant protein is expressed without a leader or transport sequence, it may 
include an N-terminal methionine residue. This residue may optionally be subsequently 
cleaved from the expressed recombinant protein to provide a final product. 

DNA sequences encodin g inammalian typelllL-lRs which are to be expressed in 
a microorganism will preferably contain no introns that could prematurely terminate 
transcription of DNA into mRNA; however, premature ternnnation of transcription may be 
desirable, for example, where it would result in mutants having advantageous C-temtinal 
truncations, for example, deletion of a transmembrane region to yield a soluble receptor not 
bound to the cell membrane. Due to code degeneracy, there can be considerable variation 
in nucleotide sequences encoding the same amino acid sequence. Other embodiments 
include sequences capable of hybridizing to clone 75 under moderately stringent condittons 
(50-C, 2x SSQ and other sequences hybridizing or degenerate to those which encode 
biologically active type IIIL-1R polypeptides. 

Recombinant type H IL-1R DNA is expressed or amplified in a recombinant 
expression system comprising a substantially homogeneous monoculture of suitable host 
microorganisms, for example, bacteria such as E. coli or yeast such as S. cermsiae, which 
have stably integrated (by transformation or transection) a recombinant transcripnonal unit 
into chromosomal DNA or carry the recombinant transcriptional unit as a component of a 
resident plasmid. Generally, cells constituting the system are the progeny of a single 
ancestral transfonnant. Recombinant expression systems as defined herein will express 
heterologous protein upon induction of the regulatory elements linked to the DNA sequence 

or synthetic gene to be expressed. 

Transformed host cells are cells which have been transformed or transfected with 
type H 1HR vectors constructed using recombinant DNA techniques. Transformed host 
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cells ordinarily express type II IL-1R, but host cells transformed for purposes of cloning or 
amplifying type II IL-1R DNA do not need to express type II IL-1R. Expressed type II IL- 
1R will be deposited in the cell membrane or secreted into the culture supernatant, 
depending on the type II IL-1R DNA selected. Suitable host cells for expression of 
mammalian type II IL-1R include prokaryotes, yeast or higher eukaryotic cells under the 
control of appropri ate promoters. Prokaryotcs include gram negative or gram positive 
organisms, for example E. coli or bacilli Higher eukaryotic cells include established cell 
lines of mammalian origin as described below. OeD-fiee translation systems could also be 
employed to produce mammalian type II DL-1R using RNAs derived from the DNA 
constructs of the present invention. Appropriate cloning and expression vectors for use 
with bacterial, fungal, yeast, and mammalian cellular hosts are described by Pouwels et al. 
(Cloning Vectors: A Laboratory Manual, Elsevier, New York, 1985), the relevant 
disclosure of which is hereby incorporated by reference. 

Prokaryotic expression hosts may be used for expression of type n IL-1R that do 
not require extensive proteolytic and disulfide processing. Prokaryotic expression vectors 
generally comprise one or more phenotypic selectable markers, for example a gene 
encoding proteins conferring antibiotic resistance or supplying an autotrophic requirement, 
and an origin of replication recognized by die host to ensure amplification within the host 
Suitable prokaryotic hosts for transformation include E. coli, Bacillus subtttis, Salmonella 
typfumurium, and various species within the genera Pseudomonas, Streptomyces, and 
Staphyolococcus, although others may also be employed as a matter of choice. 

Useful expression vectors for bacterial use can comprise a selectable marker and 
bacterial origin of replication derived from commercially available plasnrids comprising 
genetic elements of the well known cloning vector pBR322 (ATCC 37017). Such 
commercial vectors include, for example, pKK223~3 (Pharmacia Fine Chemicals, Uppsala, 
Sweden) and pGEMl (Promega Biotec, Madison, WI, USA). These pBR322 "backbone" 
sections are combined with an appropriate promoter and the structural sequence to be 
expressed. E. coli is typically transformed using derivatives of pBR322, a plasraid derived 
from an E. coli species (Bolivar et al., Gene 2:95, 1977). pBR322 contains genes for 
ampicillin and tetracycline resistance and thus provides simple means for identifying 
transformed cells. 

Promoters commonly used in recombinant microbial expression vectors include the 
^lactamase (penicillinase) and lactose promoter system (Chang et aL, Nature 275:615, 
1978; and Goeddel et aL, Nature 287:544, 1979), the tryptophan (trp) promoter system 
(Goeddel et al., NucL Acids Res. 8:4057, 1980; and EPA 36,776) and tac promoter 
(Maniatis, Molecular Cloning: A Laboratory Manual, Cold Spring Harbor Laboratory, p. 
412, 1982). A particularly useful bacterial expression system employs the phage XPl 
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promoter and cI857ts thennolabilc repressor. Plasmid vectors available from the American 
Type Culture Collection which incorporate derivatives of the X Pl promoter include 
plasmid pHUB2, resident in £. coli strain JMB9 (ATCC 37092) and P PLc28, resident in 

E. cofi RR1 (ATCC 53082). 

Recombinant type H IL-1R proteins may also be expressed in yeast hosts, 
preferably from the Saccharomyces species, such as 5. cerevisiae. Yeast of other genera, 
such as Pichia or Kluyveromyces may also be employed. Yeast vectors will generally 
contain an origin of replication from the 2u yeast plasmid or an autonomously replicating 
sequence (ARS). promoter, DN A encoding type II IL-1R, sequences for polyadenylarion 
aiid transcription termmation and a selection gene. Preferably, yeast vectors will include an 
origin of replication and selectable marker permitting transformation of both yeast and E. 
coli, eg., the ampicillin resistance gene of E. coli and S. cerevisiae TRP1 or URA3 gene, 
which provides a selection marker for a mutant strain of yeast lacking the ability to grow in 
tryptophan, and a promoter derived from a highly expressed yeast gene to induce 
transcription of a structural sequence downstream. The presence of the TRP1 or URA3 
lesion in the yeast host cell genome then provides an effective environment for detecting 
transformation by growth in the absence of tryptophan or uracil 

Suitable promoter sequences in yeast vectors include the promoters for 
metallothionein, 3-phosphoglycerate kinase (Hitzeman et al., J. Biol. Chem. 255:2073, 
1980) or other glycolytic enzymes (Hess et al., J. Adv. Enzyme Reg. 7:149, 1968; and 
Holland et al., Biochem. 17:4900, 1978), such as enolase, glyceraldehyde-3-phosphate 
dehydrogenase, hexokinase, pyruvate decarboxylase, phosphofructokinase, glucose-6- 
phosphate isomerase, 3-phosphoglycerate mutase. pyruvate kinase, triphosphate 
isomerase, phosphoglucose isomerase, and glucokinase. Suitable vectors and promoters 
for use in yeast expression are further described in R. Hitzeman et aL, EPA 73,657. 

Preferred yeast vectors can be assembled using DNA sequences from pUC18 for 
selection and repUcation in E. coli (Amp 1 gene and origin of replication) and yeast DNA 
sequences including a glucose-repressible ADH2 promoter and o-factor secretion leader. 
The ADH2 promoter has been described by Russell et aL (/. Biol Chem. 258:2674. 1982) 
and Beier et al. Qlature 300:724,. 1982). The yeast o-factor leader, which directs 
secretion of heterologous proteins, can be inserted between the promoter and mestructural 
gene to be expressed. See, e.g., Kurjan et at, Cell 30:933, 1982; and Bitter et aL, Proc. 
Nad. Acad. Sci. USA M.-5330, 1984. The leader sequence may be rnodified to contain, 
near its 3' end, one or more useful restriction sites to facilitate fusion of the leader sequence 
to foreign genes. 

Suitable yeast transformation protocols are known to those of skill in the art; an 
exemplary technique is described by Hinnen et al., Proc. Natl. Acad. Sci. USA 75:1929. 




1978, selecting for Trp + transformants in a selective medium consisting of 0.67% yeast 
nitrogen base, 0.5% casamino acids, 2% glucose, 10 ug/ml adenine and 20 iig/ml uracil or 
URA+ transfonnants in medium consisting of 0.67% YNB t with amino acids and bases as 
described by Sherman et aL, Laboratory Course Manual for Methods in Yeast Genetics, . 
Cold Spring Harbor Laboratory, Cold Spring Harbor, New York, 1986. 

Host strains transformed by vectors c ompr ising the ADH2 promoter may be grown 
far expression in a rich medium consisting of 1 % yeast extract, 2% peptone, and 1 % or 4% 
glucose supplemented with 80 jig/ml adenine and 80 pg/ml uracil. Derepression of the 
ADH2 promoter occurs upon exhaustion of medium glucose. Crude yeast supernatants are 
harvested by filtration and held at 4*C prior to further purification. 

Various mammalian or insect cell culture systems are also advantageously employed 
to express recombinant protein. Expression of recombinant proteins in mammalian cells is 
particularly preferred because such proteins are generally correctly folded, appropriately 
modified and completely functional. Examples of suitable mammalian host cell lines 
include the COS-7 lines of monkey kidney cells, described by Gluzman {Cell 2 J: 175, 
1981), and other cell lines capable of expressing an appropriate vector including, for 
example, L cells, C127, 3T3, Chinese hamster ovary (CHO), HeLa and BHK cell lines. 
Mammalian expression vectors may comprise nontranscribed elements such as an origin of 
replication, a suitable promoter and enhancer linked to the gene to be expressed, and other 
5* or 3* flanking nontranscribed sequences, and 5' or 3' nontranslated sequences, such as 
necessary ribosome binding sites, a polyadenylation site, splice donor and acceptor sites, 
and transcriptional termination sequences. Baculovirus systems for production of 
heterologous proteins in insect cells are reviewed by Luckow and Summers, 
Bio/Technology 6:41 (1988). 

Hie transcriptional and translational control sequences in expression vectors to be 
used in transforming vertebrate cells may be provided by viral sources. For example, 
commonly used promoters and enhancers axe derived from Polyoma, Adenovirus 2, 
Simian Virus 40 (SV40), and human cytomegalovirus. DNA sequences derived from the 
SV40 viral genome, for example, SV40 origin, early and late promoter, enhancer, splice, 
and polyadenylation sites may be used to provide the other genetic elements required for 
expression of a heterologous DNA sequence. The early and late promoters are particularly 
useful because both are obtained easily from the virus as a fragment which also contains the 
SV40 viral origin of replication (Hers et al., Nature 273:1 13, 1978). Smaller or larger 
SV40 fragments may also be used, provided the approximately 250 bp sequence extending 
from the Hind 3 site toward the Bgl\ site located in the viral origin of replication is 
included. Further, mammalian genomic type II IL-1R promoter, control and/or signal 
sequences may be utilized, provided such control sequences are compatible with the host 
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cdl chosen. Am****m* + -«*'-^*'*^'?ZZ 
produce . recombinant mammaiian type n IL-IR are provided in Examples 2 below. 

C127 murine mammary epithelial cells can be constructed substantially as described by 
Owman et aL Qiol bmmoL 2*»35. 1986). 

In preferred aspects of the present invention, recombtnant expre»ton vectors 
c^prising^pe IIIL-1R cDNAs arc stably imegraed inio a cost cell'sDNA. Beva^ 
^Tof expLon product is achie«d by selecting for cell lines having ampMfcd 
Lbcscf^DNA CeUhn^ amplified numboa of 
te example, by onnsfaming a host cell wire a vector oompmmg a DNA seooence wtocb 
^corLen^wmchismhibt^dby.knowndreg. Thev^m.ya>»cotopmea 
DNA s«pj»wbie» encodes a dcrired promin. Altermuively. the host cofi may be co- 
^mldwim.s^v^wmchcmnpriseameDNA sequence ^-"<-« 
iesired protein. The trensfonned or cc-rransformed host cells are then cnteedn. 
tocreJg concentred..* of .unknown drug, thereby selecung for dreg™ cefc. 
Su eh drug.resb.an. ceUs survive in increased coocenmauons of the toxm drug by ove. 
producoon of .he enzyme which is inhibited by the dreg, frequently as a result of 
Zimcadon of me gene encoding die enzyme, ^^^""""t-isa 
ta.Le in the cop, nunmer of the vecmr DNA encodtag me inWhnabl. enzyme, mereu a 
^co^tco-amplifictmonoftl*^ 

IHR)inthehostceU'sDNA. _j.j„ 
A preferred sysrnm for such «H>mplifie>don uses me gene for dmydrofolnte 

reducmre^HFRXwmchcanbemmmtedbyme^ 

co-amplification, . host cell which lacks an acdve gene encoding DHFR * 
SLi whh.v«or which comprisesDNA sequence encodtagDHFR^.de^ 
^.oris o«mnsfOrmed with a vecmr comprising a DNA sequence eueodmg DHFR 
^.vecutfcomptising.DNAse^.oco^ 

cwnmsfbrmed host cdls are culmred in media eonuumng in<re«mg levels of MIX, and 

those eels lines which survive are selected. 

A p«ticutariy preferred cc-amplificarioo system uses the gene for glutnmme 
synmemse (OS), which is responsible for die synthesis of gluramine from glutamic 
^susmgd«bvdre*sisofATP»ADP.ndph<^ 

subject » inhibidon by a vuri«y of inhibitors, fo, example memtomne smpbotomme 
(MSX) Thus, type H IL-1R can be expressed in high concentrauons by co-amplttymg 
^LflTwhh a vecn* comprising the DNA sequence for OS and a deared 
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protein, or co-transformed with a vector comprising a DNA sequence encoding GS and a 
vector comprising a DNA sequence encoding the desired protein, culturing the host cells in 
media containing increasing levels of MSX and selecting for surviving cells. The GS co- 
amplification system, appropriate recombinant expression vectors and cells lines, are 
described in the following PCT applications: WO 87/04462, WO 89/01036, WO 89/10404 
and WO 86/05807. 

Recombinant proteins are preferably expressed by co-amplification of DHFR or GS 
in a mammalian host cell, such as Chinese Hamster Ovary (CHO) cells, or alternatively in a 
murine myeloma cell line, such as SP2/0-Agl4 or NS0 or a rat myeloma cell line, such as 
YB2/3.6-Ag20, disclosed in PCT applications WO/89/10404 and WO 86/05807. 

A preferred eukaryotic vector for expression of type II IL-1R DNA is disclosed 
below in Example 2. This vector, referred to as pDC406, was derived from the 
mammalian high expression vector pDC201 and contains regulatory sequences from S V40, 
HIVandEBV. 

Purification of Recombinant Type II II^IR 

Purified mammalian type II IL-IRs or analogs are prepared by culturing suitable 
host/vector systems to express the recombinant translation products of the DNAs of the 
present invention, which are then purified from culture media or cell extracts. 

For example, superoatants from systems which secrete recombinant soluble type II 
IL-1R protein into culture media can be first concentrated using a commercially available 
protein concentration filter, for example, ah Amicon or Millipore Pellicon ultrafiltration 
unit Following the concentration step, the concentrate can be applied to a suitable 
purification matrix. For example, a suitable affinity matrix can comprise an IL-1 or lectin or 
antibody molecule bound to a suitable support Alternatively, an anion exchange resin can 
be employed, for example, a matrix or substrate having pendant diethylaminoethyl (DEAE) 
groups. The matrices can be acrylamide, agarose, dextran, cellulose or other types 
commonly employed in protein purification* Alternatively, a cation exchange step can be 
employed. Suitable cation exchangers include various insoluble matrices comprising 
sulfopropyl or carboxymethyl groups. Sulfopippyl groups are preferred. 

Finally, one or more reversed-phase high performance liquid chromatography (RP- 
HPLC) steps employing hydrophobic RP-HPLC media, e.g. f silica gel having pendant 
methyl or other aliphatic groups, can be employed to further purify a type II IL-1R 
composition. Some or all of the foregoing purification steps, in various combinations, can 
also be employed to provide a homogeneous recombinant protein. 

Recombinant protein produced in bacterial culture is usually isolated by initial 
extraction from cell pellets, followed by one or more concentration, salting-out, aqueous 
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ion exchange or size fusion chromatography H-ftr. 

Lmaogmph, (HPLO - be stayed for final purificudoo amp* I — 

enXdVespression of mcombinnn. mammaHan type II E.1R can be 

p^gmalysb^espurificanon. ^"^'^^J^^ 
^rZnoa can be purified by ii*ih^ analogous .o .bos. disclosed * 

296:171. 1984). Tula reference describes two 
h£c amps L pnrixtato. of tecmnbtan. hunmn OM-CSF on . prepamnve HP1X 

"^Homeo we H IL-tt Resized in recombhmn. culmre is 
p^ofn^^Lneencon^^incl^^.-^^'^ 

ns i. isfimnd in namm in its species of origin, eg. in cells, cell exudates or body 

fluids. 

TV* "»^ rfr rn m ^"'^Tul^!>U enric 

The present invention provides methods of using ineiy ..,„,, 

^ I methods for suppressing ^l-dependen. immunises . bunmns 

^2 therapeutic use. purified soluble type D IL-1R protein is ^ 
p^preferZVbun^foroeamiemm.n^app^^me^^T^ 

Ce»mp.e. actable type II IL-1R protem ccroposruons can be f^V^ 

tS. . actable type n 1WR mempe.de agent will be adnnmsmred 
XosiL comprising purified promi. in conjunct with phyatologrc* 
M^ZTm Suche^rierswmben.moxictorec.mems 
acd £J1« employed. Oroiiarily, me propamdon of such «>«"™^£ 
combining the type H IL-1R wim buffers. anrioxi-tants such as asoorbic rtk. 
n.ctacular weigh, fless than nbou. 10 residues) polypeptides, promms. amino 
crt.ohydmms including glucose, sucrose or dexmns, chetanng agents such as EDTA, 
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glutathione and other stabilizers and excipierits. Neutral buffered saline or saline mixed 
with conspedfic serum albumin arc exemplary appropriate diluents. Preferably, product is 
formulated as a lyophilizate using appropriate excipient solutions (e.g., sucrose) as 
diluents. Appropriate dosages can be determined in trials; generally, shuIL-lR dosages of 
from about 1 ng/kg/day to about 10 mg/kg/day, and more preferably from about 500 
ug/kg/day to about 5 mg/kg/day, are expected to induce a biological effect 

Because IL-1R-I and type II IL-1R proteins both bind to ILrl, soluble type II JL- 
1R proteins are expected to have similar, if not identical, therapeutic activities. For 
example, soluble human type H IHR can be administered, for example, for the purpose of 
suppressing immune responses in a human. A variety of diseases or conditions are caused 
by an immune response to aUoantigen, including allograft rejection and graft-versus-host 
reaction. In alloantigen-induced immune responses, shuIL-lR suppresses 
lymphoproliferation and inflammation which tesult upon activation of T cells. shuB-lR 
can therefore be used to effectively suppress alloantigen-induced immune responses in the 
clinical treatment of, for example, rejection of allografts (such as skin, kidney, and heart 
transplants), and graft-versus-host reactions in patients who have received bone marrow 
transplants. 

Soluble human type II IL-1R can also be used in clinical treatment of autoimmune 
dysfunctions, such as rheumatoid arthritis, diabetes and multiple sclerosis, which are 
dependent upon the activation of T cells against antigens not recognized as being 
indigenous to the host 

The following examples are offered by way of illustration, and not by way of 

limitation. 

F.XAMPLES 
Example 1 

Isolation of cDNA Encoding Human Type H IL-1R by 
P.Tpn*«inn of Active P mtrin in CV-l/EBNA-1 Cells 



A. RadiolRbeling of rIL-lB. Recombinant human IL-lp was prepared by 
expression in E. coli and purification to homogeneity as described by Kronheim et al. 
{Bio/Technology 4:1078, 1986). The IL-lp was labeled with di-iodo ( 125 I) Bolton-Hunter 
reagent (New England Nuclear, Glenolden, PA). Ten micrograms (0.57 nmol) of protein 
in 10 uL of phosphate (0.015 mol/L)-buffered saline (PBS; 0.15 mol/L), pH IX was 
mixed with 10 uL of sodium borate (0.1 mol/L>buffered saline (0.15 mol/L), pH 8.5, and 
reacted with 1 mO (0.23 nmol) of Bolton-Hunter reagent according to the manufacturer's 
instructions for 12 hours at 8'C. Subsequently, 30 uL of 2% gelatin and 5 uL of 1 mol/L 
glycine ethyl ester were added, and the protein was separated from unreacted Bolton- 



W0 91/18!»82 



21 




HuBter reagent on a 1 mL bed volume Biogel™ P6 column (Bio-Rad laboratories, 
Richmond, CA). Routinely, 50% to 60% incorporation of label was observed. 
Radioiodination yielded specific activities in the range of 1 x 10* to 5 x 10" cprr^mmol- 
(0 4 to 2 atoms I per molecule protein), and sodium dodecyl sulfate-polyacrylarmde gel 
electrophoresis (SDS-PAGE) revealed a single labded polypeptide of 17^ kD.c^^t 
wim previously reported values for IL-1- The labeled protein was greater man 98% TCA 

prcchritable, indicating that the ^1 was covalently bound to protein. 

B . ^ mT T ^n nnA .W minr ttf CB23 -"NA library. A CB23 hbrary was 
constructed and screened by direct expression of pooled cDNA clones inthe monkey 
kidney cell line CV-l/EBNA-1 (which was derived by transfection of the CV-1 cell line 
with the gene encoding EBNA-1, as described below) using a marnmalian expression 
vector (pDC406) that includes regulatory sequences from SV40, human irnmunodeficiency 
virus <mV). and Epstein-Barr virus (EBV). The CV-l/EBNA-1 ceil tine consn^vdy 
expresses EBV nuclear antigen-1 driven from the human cytomegalovirus (CMV) 
innate-early enhancer/promoter and therefore allows the episomal rephcatron of 
expression vectors such as pDC406 that contain the EBV origin of replication. The 
ex^rionvecmrusedw^ 

/ Immunol. 142:4114, 1989). which is in turn a derivative of pDC201 and allows high 
level expression in the CV-l/EBNA-1 cefl line. P DC406 differs from HAV-EO (Dower et 
al, supra) by the deletion of the intron present in the adenovirus 2 tripartite leader sequence 
in HAV-EO (see description of pDC303 below).. 

The CB23 cDNA library was constructed by reverse transcription of poly(A) 
mRNA isolated from total RNA extracted from the human B cell lymphoblastic! line CB23 
(Benjamin & Dower. Blood 75:2017. 1990) substantially as described by Ausubel et aL. 
eds., Current Protocols in Molecular Biology, Vol. 1. 1987. The CB23 cell Ime is an 
EBV-transformed cord blood (CB) lymphocyte cell line, which was derived by u^ng the 
methods described by Benjamin et aL. Proc. Natl Acad. Sci. USA «:3547. 1M4. 
Poly(A)+ mRNA was isolated by oligo dT ceUulose chromatography and dnUMHU 
cDNA was made substantially as described by Gubler and Hoffrnan.Gene 25:263. 1983. 
Briefly, the poly(A)+ mRNA was converted to an RNA-cDNA hybrid with reverse 
transcriptase using random nucleotides as a primer. The RNA-cDNA hybrid was tben 
converted into double-stranded cDNA using RNAase H in combination with DNA 
polymerase I. The resulting double stranded cDNA was blunt-ended with T4 DNA 
polymerase. The following two unkinased oligonucleotides were annealed and blunt end 
ligated with DNA ligase to the ends of the resulting blunt-ended cDNA as described by 
Haymerle, et ah, Nucleaic Acids Research, 14: 8615, 1986. 




SEQ ID NO: 3 
SEQ ID NO: 4 
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5 1 - TCG ACT GGA ACG AGA CGA CCT GCT -3' 

3«- GA CCT TGC TCT GCT GGA CGA -5* 

<SaiI> 



Inthiscaseonlythc24-meroligowfflligatc<mtothecDNA. The non-tigatcd otigcs were 
removed by gel filtration chromatography at 68*C leaving 24 nucleotide non-self- 
complementary overhangs on the cDNA. The same procedure was used to convert the 5' 
ends of San-cut mammalian expression vector pDC406 to 24 nucleotide overhangs 
complementary to those added to the cDNA. Optimal proportions of adaptored vector and 
cDN A were Iigated in the presence of T4 polynucleotide kinase. I^yzedbgation mixtures 
were electroporated into E. coli strain DH5a. Approximately 3.9 x 10* clones were 
generated and plated in pools of apmoximately 3,000. A sample of each pool was used to 
prepare frozen glycerol stocks and a sample was used to obtain a pool of plasmidDNA 

The pooled DNA was then used to transfect a sub-confluent layer of monkey CV- 
1/EBNA-l cells using DEAE-dextran followed by cMwoqmne treatment, similar to that 
described by Luthman et aL, Nucl. Adds Res. 11:1295 (1983) and McCutchan et aL, J. 
Nad.CancerInsL41:35l(\9S6). CV-l/EBNA-1 cells were derived as follows. TheCV- 
1/EBNA-l cell line constituuvely expresses EBV nuclear antigen- 1 driven from the CMV 
immediate-early einiaiicer/promoter. The African Green Monkey kidney cell line, CV-1 
(ATCC CCL 70, was cotransfected with 5 pg of pSV2gpt (Mulligan & Berg, Proc. Nad. 
Acad. Sci. USA 1981) and 25 ug of pDC303/EBNA-l using a calcium phosphate 

coprecipitation technique (Ausubel et aL, eds.. Current Protocols in Molecular Biology, 
Wiley, New York, 1987). pDC303/EBNA-l was constructed from pDC302 (Mosley et 
al Cell 59:335, 1989) in two steps. First, the intron present in the adenovirus tripartite 
leader sequence was deleted by replacing a PvuH to Seal fragment spanning the intron with 
the following synthetic oligonucleotide pair to create plasmid pDC303: 

SEQ ID NO : 5 5 ' -CTGTTGGGCTCGCGGTTGAGGACAAACTCTTCGCGGTCTTTCCAGT-3 • 
SEQ ID NO: 6 3 • M^CAAOOCGAGCGCCAACTCCTGTTTGAGRAGCGCCAGAAAGGTCA-5 • 

Second, a Hindm-Ahan restriction fragment encoding Epstein-Barr virus nuclear antigen I 
(EBNA-1), and consisting essentially of EBV coordinates 107^32 to 109,894 (Baer et aL, 
Nature310 JXn, 1984), was then inserted into the multiple cloning siteof pDC303 to create 
the plasmid pDC303/EBNA-l. The transfected cells were grown in the presence of 
hypoxanthine, aminopterin. thymidine, xanthine, and mycophenoUc acid according to 
standard methods (Ausubel et aL, supra Mulligan & Berg, supra) to select for the cells that 
had stably incorporated the transfected plasmids. The resulting drug resistant colonies 
were isolated and expanded individually into cell lines for analysis. The cell lines were 
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saccncd for the expression of functional EBNA-1. One cell line, clone 68, was found to 
express EBNA-1 using this assay, and was designated CV-l/EBNA-1. 

In order to transfect the CV-l/EBNA-1 cells with the cDNA library, the cells were 
rnamtamedmconmletem^^ 

10% (v/v) fetal calf serum (PCS). 50 U/ml penicillin, 50 U/ml streptomycin, 2mM L- 
g^tfandwereph^^^ 

o^e wen chan^ slides (Lab-Tek). Both dishes and slides were I * rca f ate ^"* 
ml human fibronectin (10 ug/ml in PBS) for 30 minutes followed by 1 wash -*PBS. 
Mediawasremovedfmmmea^ 

c^tainmg^MMcmoroqtunesuIf^ 0^ nis of DNA solution (2 ugDNA, 0.5 mg^ 
DEAE-dextran in complete medium containing chloroquine) was then added to the cells and 
incubated for 5 hours. Following the incubation, the media was removed and the ceUs 
shocked by addition of complete medium containing 10% DMSO for 2.5 to 20 minutes 
followed by replacement of the solution with fresh complete medium. The cells were 
grown in culture to permit transient expression of the inserted sequences. These condmons 
led to an 80% transfection frequency in surviving CV-l/EBNA-1 cells. 

After 48 to 72 hours, transfected monolayers of CV-1/EBNA cells were assayed for 
expression of IM binding protems by bin^^ 

aTebyslideautoradiography. Transfected CV-l/EBNA-1 cells were washed oncewith 

bindmgmedium(BJMmedium 1640 containmg 25 mg/ml bo^ 

2 mg/ml sodium azide, 20 mM HEPES, pH 7.2, and 50 mg/ml nonfat dry milk (1WDM)) 

andLuba«edfor2hoursai4T^ 

M 125i.inp. After incubation, cells in the chambered slides were washed three times with 
binding buffer + NFDM, followed by 2 washes with PBS. pH 7.3. to remove unbound 
125HL-1R. The cells were fixed by incubating for 30 minutes at room temperature in 10<fr 
glntaraldehyde in PBS. pH 7.3. washed twice in PBS. and air dried. The shdes were 
dipped in Kodak GTNB-2 photographic emulsion (6x dilution in water) and «P°^ ^ 
a ^or48hoursm7daysat4-CinaUghtproofbox. m shdes wem then develop 
approximately 5 minutes in Kodak D19 developer (40 g/500 ml water), nnsed in water and 
fixed inAgfaG433C fixer. The slides were individually examined with . 
2M0x magnification and positive cells expressing type H 1L-1R were identified by the 
nresence of autoradiographic silver grains against a light background. 

by 3 wasbinp with PBS, pH 73, to remove unbound ^I-IL-lp. The bound cells were 
L trypsinized to remove them from the plate and bound «HWP were counted on a 
beta counter. 



WO 91/18982 PCT/US91/03498 



24 




Using the slide autoradiography approach, approximately 250,000 cDNAs were 
screened in pools of approximately 3,000 cDNAs until assay of one transfectant pool 
showed multiple cells clearly positive for IL-lp binding This pool was then partitioned 
into pools of 500 and again screened by slide autoradiography and a positive pool was 
identified. This pool was further partitioned into pools of 75, plated in 6- well plates and 
screened by plate binding assays analyzed by quantitation of bound 125 l-H^ip. The cells 
were scraped off the plates and counted to determine which pool of 75 was positive. 
Individual colonies from this pool of 75 were screened until a single clone (clone 75) was 
identified which directed synthesis of a surface protein with detectable H-ip binding 
activity. This clone was isolated, and its insert was sequenced to determine the sequence of 
the human type H IHR cDNA clone 75. The pDC406 cloning vector containing the 
human type H IWR cDNA clone 75, designated pHuIL-lR-II 75. was deposited with the 
American Type Culture Collection, Rockvffle, MD, USA (ATCQ on June 5, 1990 under 
accession number CRL 10478. The Sequence Listing setting form the nucleotide (SEQ ID 
No:l) and predicted amino acid sequences of clone 75 (SEQ ID No:l and SEQ ID NO:2) 
and associated information appears at the end of the specification immediately prior to the 
claims. 

Example 2 

QffiSJiBgflgB »nri F-r pression of cDNAs Encoding Human SohihlcTvpcIIIL-lR 

A cDNA encoding a soluble human type H IL-1R (having the sequence of amino 
acids -13-333 of SEQ ID NO:l) was constructed by polymerase chain reaction (PCR) 
amplification using the fall length type U IL-1R cDNA clone 75 (SEQ ID NO:l) in the 
vector pDC406 as a template. The following 5* oligonucleotide primer (SEQ ID NO:7) and 
3" oligonucleotide primer (SEQ ID NO:8) were first constructed: 

SEQ 10 NO: 7 5 1 -GCGTCGACCTAGTGACGCTCR.TACAAATC-3 ' 

<SalI> 

SEQ ID NO: 8 5 ' -GCGCG6CCGQCC&.G6AGG&GGCTTCCTTGACTG— 3 ' 

<-NotI->End\1191 U172 

The 5* primer corresponds to nucleotides 31-51 from the untranslated region of human type 
II IL-1R clone 75 (SEQ ID NO:l) with a S add-on of a Sail restriction site; this nucleotide 
sequence is capable of annealing to the (-) strand complementary to nucleotides 31-51 of 
human clone 75. The 3' primer is complementary to nucleotides 1191-1172 (which 
includes anti-sense nucleotides encoding 3 amino adds of human type E IL-1R clone 75 
(SEQ ID NO: 1) and has a 5* add-on of a Nod restriction site and a stop codon. 
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each dNTP (2 mM «R» (Peto-Hmer 

C-)- » »« ^JZ^^l^vCof.OO^ mlioalmfcmre 
was then overlaid witb A -*««i.te at 94° for 90 seconds, 

wiS canted ou, for m J^A^i', 150 «.). followed 

<dewoii«iranai»4%25sec;aMiealmgat55 .« sec. emeus. 

by ,5min»ie«<eKdor,«72». _^ — p„ A ^cted by pheool- 

Ifce sample was removed fem the pmunn <m (Boetainger 
O^orm .»*. and SP m «la- — ^y ov^^^^ 



ciuoroiorui — ' . nNA separated by electrophoresis on it* 

to confirm that the DNA fragment size was consistent w * whh S all and Nod 

20 id of the PCR-amplified cDNA products were then digested wrth b 

^ m using standard ^^^^ ^^ 
^ separated on a l» ■^^■^^S^^ 
band representing the fragment was * Jmgrnent * mtoCVl- 
veetor by a standard "in gel" ligation method, and the vector was tran 
EBNA cells and expressed as described above in Example 1. 



Example 3 



M . ^STlR cDNAs were isolated from a cDNA library made from die 
Murine type H D>1F ^JJ^" ^ species hybridization with a 

taurine pre-B cell line 70273 (ATCC TIB 158). t>y cross 

,1 _ u m nmbe. A cDNA library was constructed in a A. pnage veciu e 

human Typenn.lRptobe.Ad)NAO^ San ^go) according to me 

XgtlO arms and packaged m vitro n.lR probe was produced 

^ufacWsinstructions. A double-stranded "^K* * ^« ^ ^^IR 

byexcisinganappro*^^ The 
cLvSand^P-labelfingthecDNAusmg^ 

the human probe in 35% formamide (5xSSC, 42 O- Sever* y ^ he full- 

clones Ciucluding clone X2) were isolated; however, none of the clones appeareo 
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sequence information obtained from the partial clones was used to clone 
a full-length murine type IIIL-1R cDNA as follows. 

A full-length cDNA clone encoding murine type II EL-1R was isolated by the 
method of Rapid Amplification of cDNA Ends (RACE) described by Frohman et aL, Proc. 
Nad. Acad. Sci. USA 45:8998, 1988, using RNA from the murine pre-B cell line 70Z/3. 
Briefly, the RACE method uses PGR to amplify copies of a region of cDNA between a 
known point in the cDNA transcript (determined from nucleotide sequence obtained as 
described above) and the 3* end. An adaptor-primer having a sequence containing 17 dT 
base pairs and an adaptor sequence containing three endonuclease recognition sites (to place 
convenient restriction sites at the 3' end of die cDNA) is used to reverse transcribe a 
population of mRNA and produce (-) strand cDNA. A primer complementary to a known 
stretch of sequence in the 5* untranslated region of the murine type IIIL-1R clone 2 cDN A, 
described above, and oriented in the 3* direction is annealed with the (-) strand cDNA and 
extended to generate a complementary (+) strand cDNA. The resulting double-strand 
cDNA is amplified by PCR using primers that anneal to the natural 5-end and synthetic 3- 
endpoly(A)taiL Details of the RACE procedure arc as follows. 

The following PCR oligonucleotide primers (d(T)n adaptor-primer, 5* 
amplification primer and 3' amplification primer, respectively) were first constructed: 

SEQ ID NO: 9 5 1 -CTGCAGGCGGCCGCGGATCC (T) 17 -3 1 

<PstIX-NotI-XBamHI> 

SEQ ID NO: 10 5 v -GCGTCGACGGCAAGAAGCAGCAAGGTAC-3 ' 

<SalI>\15 \34 
' , i 

SEQ ID NO: 11 5 1 -CTGCAGGCGGCCGCGGATCC-3 1 

<PstIX-NotI-XBamHI> 

Briefly, the d(Tjn adapter-primer (SEQ ID NO:9) contains nucleotide sequence anneals to 
the poly(A)+ region of a population mRNA transcripts and is used to generated (-) strand 
cDNA reverse transcripts from mRNA; it also contains endonuclease restriction sites for 
Psfl, NotI and BamHI to be introduced into the DNA being amplified by PCR. The 5 
amplification primer (SEQ ID NO:10) corresponds to nucleotides 15-34 from the 5 
untranslated region of murine type IIIL-1R clone 12 with a 5' add-on of a Sail restriction 
site; this nucleotide sequence anneals to the (-) strand cDNA generated by reverse 
transcription with the d(T)n adaptor-primer and is extended to generate (+) strand cDNA. 
The y primer (SEQ ID NO:ll) anneals to the (+) strand DNA having the above 
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^.ta. action ate »«i is esoeoded . guerae a douMe-snuded MH-£ 
cDNA encoding murine type n 1L-1R, which can then be amplified by a standard PCR 

reaction. Demits of the PCR procedure are as follows. 

MyW mRNA ns isolated by oBgo dT cellulose cmom.top.phy from mud 
RNA extncted from 70Z/3 cells using audul methods described by Mutant . 
Molecular CU,n^: A Latere M*- (Cold Spring H^ Ub Cold 4«S>*£<£ 
NY 1982) .nd reverse ouscribedns follows Approtdnuuely 1 B <rtW"«»" 
ld5 M of water washed at 68'C for 3 minutes and then »j* " 2 

7o MM DTT. euh dNIP « 10 mM). 10 nmrs of RNasin (Promeg. Mtt. U n <rf 
d m„.,du«primcrudlO,nd«.fAMVT^ 

SLT20 pTu! incubaed for . period of 2 nmn. . 42-C . rcvase .ruscr.be .he 
mRNA ud lynthesize a pool of cDNA. T„e,eurionrnbcunew«ditaed<o 1 ml wnhTE 
bofferdOmMTm-HapHlA 1 mMBDTA)ud^tt*-C««m 8 *t 

Appnndsmmly 1 orSplof d.ecDNApoolw B comb«Kdw.tf.5 t Uof.20pM 
sotadon of the S utplificuon primer, conuining sequence corresponding to the *quence 

Ip.ificUonprimer. 10 u. of 10X PCR buffer (500 mMKO, ^ 
7o. 14 mM MgCl* ud 1 mg/nu gelun), 4 pi of 5mM «ch dNIP 
dATP* 5mM dCIP. 5mM dGTP udSmM dTTP), 23 no* (0.5 Ul of 

^ aoluuon) of T^DNApolymense ^^^'^^1 F^w^ 
volume* UOld. Tte fund rnixrurcw« to overl^wim 100 ul 0^00. MX«> 

c™,d on, .ring . DNA .hem*, cycles ffeAhvEh^/Coms) by f^J™ ^ 
.^pfcre „ 94- for 90 mm*, rcuneung « 64- for 75 seconds ud evening *ecD«A 
^0.150 seconds. Pra w B c^on<foruudhion d 25c^les „fu^hfiouon 
.stag the following srep program (denunuon « 94- for 25 sec; unetoga 55 for 45 
sec4 e*wudua72°fr*150 S ec.>.fblkmdby.7mu^^ . 

The s^nple «. removed from the paraffin oil ud DNA mart » phenol- 
chloroform eatrudon ud sou column *-—»■»* 
Munhdm). AlOpl^umrfdKe^mcn^DNAw^sep^byelecnopln^^* 

Se ^»^(FMCB to ^.Rccktand.ME)ud sunned 

m confuu uutttheDNA o^mutsisew* consist. win, ^psedK^prod^ Thegri 

M fcenblonedudpaobed win, US' 610bpEcoRI fragment of munne 

Wfiom^u,confms.usatebudcononn«DNAencodta 

Tie PCR-anplified cDNA products woe fen concuuaed by cuorfuguon .nu 
Eppendorf mtaofuge . Ml apeed for 20 mm, followed by ednuol "» 
Xe sodium ue»« (3 M) ud 2.5 volume edumoL 30 pi of d.e concur was 
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digested with Sail and Nod restriction enzymes using standard procedures. The Sail/Nod 
restriction fragment was then separated on a 1.2ft LGT agarose gel, and the band 
representing the fragment was isolated The restriction fragments were then purified from 
the agarose using GcneQean™ (Bio-101, La Jolla, CA). 

The resulting purified restriction fragment was ligated into the pDC406 vector, 
which was men transfected into CV1-EBNA cells and expressed as described above in 
Example 1. 

The Sequence Listing setting forth the nucleotide (SEQ ID No: 12) and predicted 
amino acid sequences (SEQ ID No:12 and SEQ ID NO:13) and associated information 
appears at the end of the specification immediately prior to the claims. 

Example 4 

rhnsmiction and Expression of cDNA s Encoding Murine Soluble Type H IL-1R 

A cDNA encoding soluble murine type H IL-1R (having the sequence of amino 
acids -13-345 of SEQ ID NO:12) was constructed by PCR amplification 70Z/3 poly(A)+ 
mRNA as a template and the following procedure as described for the full length clone 
encoding murine type II IL-1R. The following PCR oligonucleotide primers (d(T)n 
adaptor-primer, 5' amplification primer and 3' amplification primer, respectively) were 
constructed: 

SEQ ID N0:9 5 , •-C^3CaGGCmXGCGGATCC(T)l7-3 , 

<P3tIX-HotI-XBamHI> 

SEQ ID NO: 10 5 ' -GCGTCGACGGCAAGAAGCAGCAAGGTAC-3 ' 

<SalI>\15 \34 

SEQ ID NO:14 S ' -GCGCGGCCGCCTAGGflAGRGACTTCTTTGACTGTGG-3 ' 

< — Not i — >EndSerSerValGluLysValTlirThr 

The d(T)n adaptor-primer and 5* amplification primer are identical with SEQ ID NOS and 
SEQ ID NO:10, described in Example 5. The 3* end of SEQ ID NO:12 is complementary 
to nucleotides 1145-1166 of SEQ ID NO:12 and has a 5 add-on of a NotI restriction site 
and a stop codon. 

A pool of cDNA was synthesized from poly(A)+ mRNA using the d(T)l7 adaptor- 
primer as described in Example 3. To a 1.5 ml Eppendorf microfuge tube was added 
approximately 1 \i\ of the cDNA pool, 5 ulof a20uM solution of the 5' amplification 
primer, 5 ul of a 20 pJv! solution of the 3* amplification primer, 1 0 ML of 10X PCR buffer 
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rSOOmMKd 100 mM Tris-HQ <pH 8.4 a. 20°C). 14 mM MgCfe. and 1 mg>ml gelann). 

«L™ toovtfrfdwilh HOiai-** PCRwttcamedoutosu.g.DHA 
iL cycler (Ericomp) by inh*ll, den«min, me - *' — 

on. for an addled 20 cycle, of amplified using ft. 
pegrcm (demnnanon a. 94° for 25 sec; .scaling at 55" for 45 sec. orrensron ar 72° for 150 

T»mpl. was removed from the paraffin oil and DNA «wt t, 
chlorofL Zcdon and son. colom. chromatography over G-50 (Boehnn « 

Se.Kcn,™ aprrose (FMC BioProdnos, RocUand, ME) and stained »ft ribrdmm btomtde 

The FCR-arrpnfied cDNA prodnco were to eoncenmned by camtagtumn > •> 
Eppendorf ndcrotage at tall speed.for 20 nnn.. followed by etool ptec^oon ^ W0 
^l^ m „«.L(3M, M d2.5vo tan e.d»no.. 50»U was *t«<7*>"-* 

Noacesnicdonen^^gs^P-cdnres- ^ S ^™^ 
„ to separated on . 15* Se.plaa.oe LGT agarose gel, and the tod 

aagmen.wLu.bmd. T*.-^^-^^^ - ^.^! 

fragLms and placed inn. two U ml Eppendorf mlcrofuge robes. »ld<< -*» 

,X(o.i5M N .aio»^T^r«.A^^ A >™^ ro ^nnt« 

otohL^mO-Ctomehthegel. TtegeU-cretof^ondry^forlOnnnn^ 

^edandpl^h, ..ewtobe mpeded k 21 MX «"»*»■»■* ^£ 
^addinonArnmumsmfonnaDNApellet ^ DN A ^« "^^j^ 
cenrrifnged for 5 rmnoms, removed from me robe and resnspended . 20 Ml IB 

^ The resulting purified rcrrricdon fragmems were to hgared into me pDC406 

check for correct pUsodds. The vecror was to defected ,n.o COS-7 cells and 
expressed as described above in Example 1. 
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Example 5 
Type II IL-1 * Binding Studies 

The binding inhibition constant of recombinant human type II Il^lR, expressed and 
purified as described in Example 1 above, was determined by inhibition binding assays in 
which varying concentrations of a competitor (IL-lp or IL-lo) was incubated with a 
constamanMumrfradiolabeledll^ ^ 
competitor binds to the receptor and prevents the radiolabeled ligand from binding to the 
receptor. Binding assays were performed by a phthalate oil separation method essentially 
as describe by Dower et aL, /. Immunol. 232:751, 1984 and Park et aL,/. Biol. Chan. 
261:4177. 1986. Briefly, CV1/EBNA cells were incubated in six-well plates (Costar, 
Cambridge, MA) at 4°C for 2 hours with 125 HLr 1 p in 1 ml binding medium (Roswell Park 
Memorial Institute (RPMI) 1640 medium containing 2% BSA, 20 mM Hepes buffer, and 
02% sodium azide, pH 7.2). Sodium aride was included to inhibit internalization and 
degradation of 125 I-IL-1 by cells at 3T£C The plates were incubated on a gyratory shaker 
for 1 hour at 37°C Replicate aliquots of the incubation mixture were then transferred to 
polyethylene centrifuge tubes containing a phthalate oil mixture comprising 1.5 parts 
dibutylphthalate, to 1 part bis(s-emytoexyl)phthalate. Control tubes containing a 100X 
molar excess of unlabeled IHB were also included to determine non-specific binding. The 
cells with bound ^I-IL-l were separated from unbound 125 I-IL-1 by centrifagation for 5 
minutes at 15,0O0X g in an Eppendorf Microfoge. The radioactivity associated with the 
cells was then determined on a gamma counter. This assay (using unlabeled human IL-lp 
as a competitor to inhibit binding of l^I-IL-lp to type H IL-1R) indicated that the full 
length human type E IHR exhibits biphasic binding to B^IB with a Kn of approximately 
19±8 x 109 and Kn of approximately 0.2±0.002 x 10 9 . Using unlabeled human IL-lp to 
inhibit binding of 125 I-IL-la to type n IL-1R, the full length human type II IL-1R 
exhibited biphasic binding to IL-lp with a Kn of approximately 2.0±1 x 10 9 and Kn of 
approximately 0.013±0.003 x 10 9 . 

The binding inhibition constant of the soluble human type II IL-1R, expressed and 
purified as described in Example 2 above, is determined by a inhibition binding assay in 
which varying concentrations of an IL-lp competitor is incubated with a constant amount of 
radiolabeled I-IL-lp and CB23 cells (an Epstein Barr virus transformed cord blood B 
lymphocyte cell line) expressing the type H IL-1R. Binding assays were also performed by 
a phthalate oil separation method essentially as describe by Dower et aL, J. Immunol. 
132:151, 1984 and Park et al., J. Biol. Chem. 261:4177, 1986. Briefly, COS-7 cells were 
transfected with the expression vector pDC406 containing a cDNA encoding the soluble 
human type H IL-1R described above. Supcrnatants from the COS cells were harvested 3 
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daysa^ection^ 

Institute (RPMD 1640 medium containing 2% BSA,20 mM Hcp« 
sodium azide. pH 7.2) in 6 well plates to a volume of 50^1 The 

n,1f>was included to daenntae nunnmm to"* 1 * The cells wiui o» 
nrfrtlabeled IMP was Mclooea ceat ri tagMi oi. for 5 minule, a 

12SHL-U were separated ftom unbonna i u^ip »/ *~" Vm „, ijsi.tl-IB 
15 000X lto«.Bpp««iorfMicrerege. Superaaanis coelareuig unbound UMH 

Z^o-ed in 1 ml of ^-EDTA « 37-C for ,5 - — ~ 

Zcs^. The redio.cdv.ry of lhe cell, w* urea deKrmined on 

indicated that the soluble human type H IL-1R has a Kj. ot approxim^ , 

SI of n.l« binding by soluble human type D IL-IR usmg the same Procedure 

a Ke of less then 0.01 x 10 9 . 



Example 6 

^nn.iR Af qnin-rr?^" Mn,rSlndies 



Affimty crosslink 

Proc Natl Acad Set USA 84:1669. 1987. Recombinant human IL-la and IL-13 used in 

me assays were wp« ~> r nA-te* lORffi Recombinant human IL- 

_ ljf . ,o.cai 1QR5- Dower etaL, Afoure 324:266, lysoj. kscwuuuuu. 
&p. M«f. 26-2.501, 1985, uower »u. sequence published by 

1 receptor antagonist (IL-lra) was cloned using the cDNA sequ * 
Sg etaL, Nature 343:341, 1990. expressed by transient transfecnem m COS ceUs. 
^^bv affinity chromatography on a column of soluble human type I H.1R 
and purified by aBinity amm*™*** 3 , , 147 4314, 1989, and eluted 

coupled to affigel, as described by Dower et aL, J. Immunol. /4J.4314, 

excess of unlabeled IL-1 as a specificity control for 2 hours. The cells were men 
andbh(sulfosuccinimidyl)sub^ 
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5°c; the cells were washed and re suspended in 100 p 



30 min at 25°cTthe cells were washed and re suspended in 100 jil of phosphate-buffered 
saline (PBS)/1% Triton containing 2 mM leupeptin, 2 mM o-phenanthroline, and 2 mM 
EGTA to prevent proteolysis. Aliquots of the extract supernatants containing equal 
amounts (CPM) of 125 I-IL-1 and equal volumes of the specificity controls, were analyzed 
by SDS/PAGE on a 10% gel using standard techniques. 

Figure 4 shows the results of affinity crosslinking studies conducted as described 
above, using radiolabeled IL-la and IL~1$, to compare the sizes of the recombinant murine 
and h uman type H IL-1 receptor proteins to their natural counterparts, and to natural and 
recombinant murine and human type I IL-1 receptors. In general, the sizes of the 
transiently- expressed recombinant receptors are similar to the natural receptors, although 
the recombinant proteins migrate slighdy faster and as slightly broader bands, possibly as a 
result of differences in glycosylation patter when over-expressed in CV1/EBNA cells. The 
results also indicate that the type II IL-1 receptors are smaller than the type I IL-1 receptors. 
One particular combination (natural human type I receptor with IL-1 (J) failed to yield 
specific crosslinking products. Since approximately equal amounts of label were loaded 
into each experimental lane, as indicated by the intensity of the free ligand bands at the 
bottom of the gels, this combination must crosslink relatively poorly. 

The lane showing natural human type II IL-1 receptor-bearing cells cross-linked 
with l25ML.ia reveals a component in the size range (Mr=100,000) of complexes with 
natural and recombinant type I receptors. No such complex can be detected in the lane 
containing recombinant type II IL-1 receptor, possibly as a result of low level expression of 
type I IL-1 receptors on the CB23 cells, since these cells contain trace amounts of type 1 11^ 
1 receptor mRNA. 



Example 7 

Preparation of Monoclonal Antibodies to Type II IL-1R 

Preparations of purified recombinant type II IL-1R, for example, human type II IL- 
1R, or transfected COS cells expressing high levels of type H IL-1R are employed to 
generate monoclonal antibodies against type II EL-1R using conventional techniques, for 
example, those disclosed in ILS. Patent 4,411,993. Such antibodies are likely to be useful 
in interfering with IL- 1 binding to type II IHR, for example, in ameliorating toxic or other 
undesired effects of IL-1, or as components of diagnostic or research assays for IL-1 or 
soluble type IIIL-1R. 

To immunize mice , type II IL-1R immunogen is emulsified in complete Ereund's 
adjuvant and injected in amounts ranging from 10-100 \ig subcutancously and 
interaperitoneally into Balb/c mice. Ten to twelve days later, the immunized animals are 
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SEQUENCE LISTING 

(1) GENERAL INFORMATION: 

(i) APPLICANT: Sims, John E. 

Cosman, David J« 
Luptoa, Stephen D. 
Mosley, Bruce A. 
Dower, Steven K. 

(ii) TITLE OF INTENTION: Type II Interleukin-l Receptors 
(iii) NUMBER OF SEQUENCES: 14 

Civ) CORRESPONDENCE ADDRESS: 

(A) ADDRESSEE: Unnunex Corporation 

(B) STREET: 51 University Street 

(C) CITY: Seattle 

(D) STATE: WA 

(E) COUNTRY: USA 

(F) ZIP: 98101 

(v) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Floppy dis* 

(B) COMPUTER: XBM PC Compatible 
C OPERATING SYSTEM: PC-DOS/MS-DOS 

(D) SOFTWARE: Patentln Release #1.24 

(vi> CURRENT APPLICATION DATA: 

(A) APPLICATION NUMBER: 

(B) FILING DATE: 16-MAY-1991 

(C) CLASSIFICATION: 

(vii) PRIOR APPLICATION DATA: 

(A) APPLICATION NUMBER: US 07/534,193 

(B) FILING DATE: 05-JUN-1990 

(viii) PRIOR APPLICATION DATA: 576 

(A) APPLICATION NUMBER: US 07/573,576 
<B) FILING DATE: 24-AUG-1990 

(ix) PRIOR APPLICATION DATA: 

<A) APPLICATION NUMBER: 07/627,071 

(B) FILING DATE: 13-DBC-1990 

(X) ATTORNEY/ AGENT INFORMATION: 

. (A) NAME: Wight, Christopher L. 
(B) REGISTRATION NUMBER: 3168 
<C> REFERENCE/DOCKET NUMBER: 2003-C 

Cxi) TELECOMMUNICATION INFORMATION: 

(A) TELEPHONE: 206-587-5570 

(B) TELEFAX: 206-233-0644 

(2) INFORMATION FOR SEQ ID N0:1: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 1357 base pairs 



# • 

(Q) TYPE: nucleic acid 

(C) STRAND ED NESS: double 

(D) TOPOLOGY : linear 

<ii) MOLECULE TYPE: CDNA to xaRNA 



(ill) HYPOTHETICAL: N 
(iv) ANT I -SENSE: N 



(vi) ORIGINAL SOURCE: 

(A) ORGANISM: Homo sapiens 

(G) CELL TYPE: Human B cell lymphoblastoid 

(H) CELL LINE: CB23 



(vii) IMMEDIATE SOURCE: 

(A) LIBRARY: CB23 cDNA 

(B) CLONE: pHuIL-lRII75 

(ix) FEATURE: 

(A) NAME/KEY: CDS 

(B) LOCATION: 154.. 1350 
(D) OTHER INFORMATION: 

(is) FEATURE: 

(A) NAME/KEY: mat_pepfcide 
<B) LOCATION: 193.. 1347 
(D) OTHER INFORMATION: 

(ix) FEATURE: 

(A) NAME/KEY: sigjpeptide 

(B) LOCATION: 154.. 192 
(D) OTHER INFORMATION: 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO:l: 

CTGGAAAATA CATTCTGCTA CTCTTAAAAA CTAGTGACGC TCATACAAAT CAACAGAAAG 60 

AGCTTCTGAA GGAAGACTTT AAAGCTGCTT CTGCCACGTG CTGCTGGGTC TCAGTCCTCC 120 

ACTTCCCGTG TCCTCTGGAA GTTGTCAGGA GCA ATG TTG CGC TTG TAC GTG TTG 174 

Met Leu Arg Leu Tyr Val Leu 
-13 -10 

GTA ATG GGA GTT TCT GCC TTC ACC CTT CAG CCT GCG GCA CAC ACA GGG 222 
Val Met Gly Val Ser Ala Phe Thx Leu Gin Pro Ala Ala His Thr Gly 
-5 i 5 10 

GCT GCC AGA AGC TGC CGG TTT CGT GGG AGG CAT TAC AAG CGG GAG TTC 270 
Ala Ala Arg Ser Cys Arg Phe Arg Gly Arg His Tyr Lys Arg Glu Phe 
15 20 25 

AGG CTG GAA GGG GAG CCT GTA GCC CTG AGG TGC CCC CAG GTG CCC TAC 318 
Arg Leu Glu Gly Glu Pro Val Ala Leu Arg Cys Pro Gin Val Pro Tyr 
.30 35 40 

TGG TTG TGG GCC TCT GTC AGC CCC CGC ATC AAC CTG ACA TGG CAT AAA 366 
Trp Leu Trp Ala Ser Val Ser Pro Arg He Asn Leu Thr Trp Hxs Lys 
45 50 55 
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-SSSSSSSSSSSSS5S3 

60 65 
GCC CMS GAC GGT GCT CTG TGG CTT CTG CCfc QCC TIG CftG GAG GftC TCT 
Ala Gin Asp Gly Ala Leu Trp Leu Leu Pro &xa ^ 90 
75 80 

SSS555SSSSSE-SSSS? 

110 115 

ATC TCft TAC CCS CAA ATT 5 ~ ™ ™ 

lie Ser Tyr Pro Gin He Leu TW wu » 135 
125 130 

140 145 

»»««.«« « « » Sp £ Sp »» S° £ S 

Gin Trp Tyr Lys Asp Ser Leu Leu Leu Asp i.ys P 17Q 
155 160 

» — r£SSS2S""" ss 

Leu Ser Val Arg Gly Thr Thr His Leu £eu lg5 

Glu Asp Ala Gly Tyr Tyr Arg Cys Val fceu 

190 195 
CAB CAA TAC AAC ATC ACT AGG AGT ATT GAG CTA CGC ATC AAG AAA AAA 
Gin Gin Tyr Asn He Thr Arg Ser He Glu Leu g ^ 

205 210 
AAA GAA GAG ACC ATT CCT GTG ATC ATT TCC CCC CTC AAG ACC ATA TCA 
Lys Glu Glu Thr He Pro Val lie He Ser Pro Leu y 

220 225 
GCT TCT CTG GGG TCA AGA CTG ACA ATC CCG TGT AAG GTG TTT CTG GGA 
Ala Ser Leu Gly Ser Arg Leu Thr He Pro Cys Lys 25Q 
235 240 

Thr Gly Thr Pro Leu Thr Thr Met Leu Trp Trp 1 ^ 
255 260 

270 275 

« «« E £ 5 S S 2 2 

Gin Glu Tyr Ser Glu Asn Asn Glu Asn Tyr lie ^ 
285 290 



414 



462 



510 



558 



606 



654 



702 



750 



798 



846 



' 894 



942 



990 



1038 



1086 
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TTT GAT CCT GTC ACA AGA GAG GAT TTG CAC ATG GAT TTT AAA TGT GTT 1134 
Phe Asp Pro Val Thr Arg Glu Asp Leu His Met Asp Phe Lys Cys Val 
300 305 310 

GTC CAT AAT ACC CTG AGT TTT GAG ACA CTA CGC ACC ACA GTC AAG GAA 1182 
Val His Asn Thr Leu Ser Phe Gin Thr Leu Arg Thr Thr Val Lys Glu 
315 320 . 325 330 

GCC TCC TCC ACG TTC TCC TGG GGC ATT GTG CTG GCC CCA CTT TCA CTG 1230 
Ala Ser Ser Thr Phe Ser Trp Gly lie Val Leu Ala Pro Leu Ser Leu 
335 340 * 345 

GCC TTC TTG GTT TTG GGG GGA ASA TGG ATG CAC AGA CGG TGC AAA CAC 1278 
Ala Phe Leu Val Leu Gly Gly lie Trp Met His Arg Arg Cys Lys His 
350 355 360 

AGA ACT GGA AAA GCA GAT GGT CTG ACT GTG CTA TGG CCT CAT CAT CAA 1326 
Arg Thr Gly Lys Ala Asp Gly Leu Thr Val Leu Trp Pro His His Gin 
365 370 375 

GAC TTT CAA TCC TAT CCC AAG TGA AATAAAT 1357 
Asp Phe Gin Ser Tyr Pro Lys 
380 385 



(2) INFORMATION FOR SEQ ID NO: 2: 

(i) SEQUENCE CHARACTERISTICS : 

(A) LENGTH: 398 amino acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO:2: 

Met Leu Arg Leu Tyr Val Leu Val Met Gly Val Ser Ala Fhe Thr Leu 
-13 -10 -5 1 

Gin -Pro Ala Ala His Thr Gly Ala Ala Arg Ser Cys Arg Phe Arg Gly 
5 10 15 

Arg His Tyr Lys Arg Glu Phe Arg Leu Glu Gly Glu Pro Val Ala Leu 
20 25 30 35 

Arg Cys Pro Gin Val Pro Tyr Trp Leu Trp Ala Ser Val Ser Pro Arg 
40 ~ 45 50 

lie Asn Leu Thr Trp His Lys Asn Asp Ser Ala Arg Thr Val Pro Gly 
55 60 €5 

Glu Glu Glu Thr Arg Met Trp Ala Gin Asp Gly Ala Leu Trp Leu Leu 
70 75 80 

Pro Ala Leu Gin Glu Asp Ser Gly Thr Tyr Val Cys Thr Thr Arg Asn 
85 90 95 

Ala Ser Tyr Cys Asp Lys Met Ser He Glu Leu Arg Val Phe Glu Asn 
100 * 105 HO * 15 
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Thr Asp Ala Phe Le« Pro Phe lie Ser Tyr Pro Gin lie Leu Thr Leu 
120 125 

Ser Thr Ser Gly Val Leu Val Cys Pro Asp Leu Ser Glu Phe Thr Arg 
135 140 i* 3 

Asp Lys Thr Asp Val Lys lie Gin Trp Tyr Lys Asp Ser Leu Leu Leu 

Asp Lys Asp Asn Glu Lys Phe Leu Ser Val Arg Gly Thr Thr His Leu 

165 170 15 

Leu val His Asp Val Ala Leu Glu Asp Ala Gly Tyr Tyr Arg Cys Val 
1B0 185 , 190 

Leu Thr Phe Ala His Glu Gly Gin Gin Tyr Asn He Thr Arg Ser He 
200 205 

Glu Leu Arg He Lys Lys Lys Lys Glu Glu Thr lie Pro Val He He 

215 220 
Ser Pro Leu Lys Thr He Ser Ala Ser Leu Gly Ser Arg Leu Thr He 

Pro Cys Lys Val Phe Leu Gly Thr Gly Thr Pro Leu Thr Thr Met Leu 

245 250 
Trp Trp Thr Ale Asn Asp Thr His He Glu Ser Ala Tyr Pro Gly Gly 
260 2 » 5 • 

Arg Val Thr Glu Gly Pro Arg Gin Glu Tyr Ser Glu Asn Asn Glu Asn 
280 2«>-> 

Tyr lie Glu Val Pro Leu He Phe Asp Pro, Val Thr Arg Glu Asp Leu 
295 300 

His Met Asp Phe Lys Cys Val Val His Asn Thr Leu Ser Phe Gin Thr 
310 315 3Z0 

Leu Arg Thr Thr Val Lys Glu Ala Ser Ser Thr Phe Ser Trp Gly lie 
325 330 1 335 

Val Leu Ala Pro Leu Ser Leu Ala Phe Leu Val Leu Gly Gly He Trp 

340 345 350 

Met His Arg Arg Cys Lys His Arg Thr Gly Lys Ala Asp Gly Leu Thr 
360 365 

Val Leu Trp Pro His His Gin Asp Phe Gin Ser Tyr Pro Lys 
375 380 

(2) INFORMATION FOR SBQ ID NO: 3: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 24 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY : linear 

(ii) MOLECULE TYPE: DNA (genomic) 




(iii) HYPOTHETICAL: N 

(iv) ANTI-SENSE: N 



(xi) SEQUENCE DESCRIPTION : SEQ ID NO: 3: 
TCGACTGGAA CGAGACGACC TGCT 
2) INFORMATION FOR SEQ ID NO: 4: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 20 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: Linear 

(ii) MOLECULE TYPE: DNA (genomic) 
(iii) HYPOTHETICAL: N 
(iv) ANTI -SENSE: Y 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 4: 
GACCTTGCTC TGCTGGACGA 20 
(2) INFORMATION FOR SEQ ID NO: 5: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 46 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: DNA (genomic) 
(iii) •HYPOTHETICAL: N 
(iv) ANTI-SENSE: N 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 5: 
CTGTTGGGCT CGCGGTTGAG GACAAACTCT TCGCGGTCTT TCCAGT 46 
(2) INFORMATION FOR SEQ ID NO: 6: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 46 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: DNA (genomic) 
(iii) HYPOTHETICAL: N 
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(iv) ANTI -SENSE: Y 

(%i) SEQUENCE DESCRIPTION: SEQ ID NO: 6: 
GACAACCCGA GCGCCAACTC CTGTTTGAGA AGCGCCAGAA AGGTCA 
(2) INFORMATION FOR SEQ ID NO: 7: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 29 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: DNA (genomic) 
(iii) HYPOTHETICAL: N 
(iv) ANTI-SENSE: N 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO:7: 
GCGTCGACCT AGTGACGCTC ATACAAATC 
(2) INFORMATION FOR SEQ ID NO: 8: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 33 base pairs 

(B) TYPE: nucleic acid 
<C) STRANDEDNESS: single 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: DNA (genomic) 

(iii) HYPOTHETICAL: N 

(iv) ANTI-SENSE: N 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 8: 
GCGCGGCCGC TCAGGAGGAG GCTTCCTTGA CTG 
(2) INFORMATION FOR SEQ ID NO: 9: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 37 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: DNA (genomic) 
(iii) HYPOTHETICAL: N 
(iv) ANT I -SENSE: N 




(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 9: 
CTGCAGGCGG CCGCGGATCC TTTTXTT1TT TTTTTTT 37 
(2> INFORMATION FOR SEQ ID NO: 10: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 28 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(11) MOLECULE TYPE: DNA (genomic) 
(iii) HYPOTHETICAL: N 
(iv) ANTI-SENSE: N 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 10: 

GCGTCGACGG CAAGAAGCAG CAAGGTAC 28 

(2) INFORMATION FOR SEQ ID NO: 11: 

(i) SEQUENCE CHARACTERISTICS: 
' (A) LENGTH: 20 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: DNA (genomic) 
(iii) HYPOTHETICAL: N 
(iv) ANTI-SENSE: N 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 11: 
CTGCAGGCGG CCGCGGATCC 20 
(2) INFORMATION FOR SEQ ID NO: 12: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 1366 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : double 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: cDNA to mRNA 
(iii) HYPOTHETICAL: N 
(iv) ANTI-SENSE: N 



(vi) ORIGINAL SOURCE: 

(A) ORGANISM: Mouse 
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(H) CELL LINE: 70Z/3 

(vii) IMMEDIATE SOURCE: 

(A) LIBRARY: 70Z/3 

(B) CLONE: 12 

(ix) FEATURE: 

(A) NAME/KEY: CDS 

(B) LOCATION: 85.. 1317 
(D) OTHER INFORMATION: 

(ix) FEATURE: 

(A) NAME /KEY: inat_peptide 

(B) LOCATION: 124.. 1314 
(D) OTHER INFORMATION: 

(Ik) FEATURE: 

<A) NAME/KEY: sig_j>eptide 
(B) LOCATION: 85.. 123 
(D) OTHER INFORMATION: 



(xi) SEQUENCE DESCRIPTION : SEQ ID NO: 12: 

GTCGACGGCA AGAAGCAGCA AGGTACAAGA ATACACAGCT CCAGGCTCCA AGGGTCCTGT 60 

«*=™GG* AGTTGGTGCG » TTC « TT* CTT « TT* GTA ACT 

-13 -10 " 5 

GGA GTT TCT GCT TTC ACC ACT CCA ACA GTG GTG CAC ACA GGA AAG GTT 
£S 5 S« Sa She Thr Thr Pro Thr Val Val His Thr Gly Lys Val 



TCT GAA TCC CCC ATT ACA TCG GAG AAG CCC ACA GTC CAT GGA GAC AAC 
III Sr Pro lie Thr Ser Glu Lys Pro Thr Val His Gly Asp Asn 
15 20 

TGT CAG TTT CGT GGC AGA GAG TTC AAA TCT GAA TTG AGG CTG GAA GOT 
Cys Gin Phe Arg Gly Arg Glu Phe Lys Ser Glu Leu Arg Leu Glu Gly 
30 35 " 

GAA CCT GTG GTT CTG AGG TGC CCC TTG GCA CCT CAC TCC GAC ATC TCC 
Glu Pro val Val Leu Arg Cys Pro Leu Ala Pro His Ser Asp He Ser 
45 50 55 

AGC AGT TCC CAT ACT TTT CTG ACC TGG ACT AAA TTG GAC TCT TCT CAG 
Ser Ser Ser His Ser Phe Leu Thr Trp Ser Lys Leu Asp Ser Ser Gin 
65 70 7S 

CTG ATC CCA AGA GAT GAG CCA AGG ATG TGG GTG AAG GGT AAC ATA CTC 
Zl lie Pro" Arg Asp Glu Pro Arg Met Trp Val Lys Gly Asn He Leu 
80 B5 



TGG ATT CTG CCA GCA GTG CAG CAA GAC TCT GGT ACC TAC ATT TGC ACA 
ftp lie Leu Pro Ala Val- Gin Gin Asp Ser Gly Thr Tyr He Cys Thr 

100 105 



95 



TTC AGA AAC GCA TCC CAC TGT GAG CAA ATG TCT GTG GAA CTC AAG CTC 
Se Arg Asn Ala Ser His Cys Glu Gin Met Ser Val Glu Leu Lys Val 
110 115 120 



111 



159 



207 



255 



303 



351 



399 



441 



495 
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TTT AAG AAT ACT GAA GCA TCT CTG CCT CAT GTC TCC TAC TTG CAA ATC 543 

Phe Lys Asn Thr Glu Ala Ser Leu Pro His Val Ser Tyr Leu Gin lie 
125 130 135 140 

TCA GCT CTC TCC ACC ACC GGG TTA CTA GTG TGC CCT GAC CTG AAA GAA 591 
Ser Ala Leu Ser Thr Thr Gly Leu Leu Val Cys Pro Asp Leu Lys Glu 
145 150 155 

TTC ATC TCC AGC AAC GCT GAT GGA AAG ATA GAG TGG TAT AAG GGC GCC 639 
Phe He Ser Ser Asn Ala Asp Gly Lys He Gin Trp Tyr Lys Gly Ala 
160 165 170 

ATA CTC TTG GAT AAA GGC AAT AAG GAA TTT CTG AGT GCA GGA GAC CCC 687 
He Leu Leu Asp Lys Gly Asn Lys Glu Phe Leu Ser Ala Gly Asp Pro 
175 180 185 

ACA CGC CTA TTG ATA TCC AAC ACG TCC ATG GAC GAT GCA GGC TAT TAC 735 
Thr Arg Leu Leu He Ser Asn Thr Ser Met Asp Asp Ala Gly Tyr Tyr 
190 195 200 

AGA TGT GTT ATG ACA TTT ACC TAC AAT GGC CAG GAA TAC AAC ATC ACT 783 
Arg Cys Val Met Thr Phe Thr Tyr Asn Gly Gin Glu Tyr Asn He Thr 
205 210 215 220 

AGG AAT ATT GAA CTC CGG GTC AAA GGA GCA ACC ACG GAA CCC ATC CCT 831 
Arg Asn He Glu Leu Arg Val Lys Gly Ala Thr Thr Glu Pro He Pro 
225 230 235 

GTG ATC ATT TCT CCC CTG GAG ACA ATA CCA GCA TCA TTG GGG TCA AGA 879 
Val He He Ser Pro Leu Glu Thr He Pro Ala Ser Leu Gly Ser Arg 
240 245 250 

CTG ATA GTC CCG TGC AAA GTG TTT CTG GGA ACT GGT ACA TCT TCC AAC 927 
Leu He Val Pro Cys Lys Val Phe Leu Gly Thr Gly Thr Ser Ser Asn 
255 260 265 

ACC ATT GTG TGG TGG TTG GCT AAC AGC ACG TTT ATC TCG GCT GCT TAC 975 
Thr He Val Trp Trp Leu Ala Asn Ser Thr Phe He Ser Ala Ala Tyr 
270 275 280 

CCA AGA GGC CGT GTG ACC GAG GGG CTA CAC CAC CAG TAC TCA GAG AAT 1023 
Pro Arg Gly Arg Val Thr Glu Gly Leu His His Gin Tyr Ser Glu Asn 
285 290 295 300 

GAT GAA AAC TAT GTG GAA GTG TCG CTG ATT TTT GAT CCA GTC ACA AGG 1071 
Asp Glu Asn Tyr Val Glu Val Ser Leu He Phe Asp Pro Val Thr Arg 
305 310 315 

GAG GAT CTG CAT ACA GAT TTT AAA TGT GTT GCC TCG AAT CCA CGG AGT 1119 
Glu Asp Leu His Thr Asp Phe Lys Cys Val Ala Ser Asn Pro Arg Ser 
320 325 330 

TCT CAG TCA CTC CAT ACC ACA GTC AAA GAA GTC TCT TCC ACG TTC TCC 1167 
Ser Gin Ser Leu His Thr Thr Val Lys Glu Val Ser Ser Thr Phe Ser 
335 340 345 



TGG AGC ATT GCG CTG GCA CCT CTG TCT CTG ATC ATC TTG GTT GTG GGG 
Trp Ser He Ala Leu Ala Pro Leu Ser Leu He He Leu Val Val Gly 
350 355 360 



1215 
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GCA ATA TGG ATG CGC AGA CGG TGT AAA CGC AGG GCT GGA AAG ACA TAT 
Ala lie Trp Met Arg Arg Arg Cys Lys Arg Arg Ala Gly Lys Thr Tyr 
365 370 375 380 



1263 



1311 



GGA CTG ACC AAG CTA CGG ACT GAC AAC CAG GAC TTC CCT TCC AGC CCA 
Gly Leu Thr Lys Leu Arg Thr Asp Asn Gin Asp Phe Pro Ser Ser Pro 
385 390 395 

AAC TAA ATAAAGGAAA TGAAATAAAA AAAAAAAAAA AAAAAGGATC CGCGGCCGC 1366 
Asn 



(2) INFORMATION FOR SEQ ID NO:13: 

(i) SEQUENCE CHARACTERISTICS : 

(A) LENGTH: 410 acd.no acids 

(B) TYPE: amino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

<xi) SEQUENCE DESCRIPTION: SEQ ID NO: 13: 

Met Phe He Leu Leu Val Leu Val Thr Gly Val Ser Ala Phe Thr Thr 
-13 -10 -5 1 

Pro Thr Val Val His Thr Gly Lys Val Ser Glu Ser Pro He Thr Ser 
5 10 15 

Glu Lys Pro Thr Val His Gly Asp Asn Cys Gin Phe Arg Gly Arg Glu 
20 25 30 35 

Phe Lys Ser Glu Leu Arg Leu Glu Gly Glu Pro Val Val Leu Arg Cys 
40 45 =° 

Pro Leu Ala Pro His Ser Asp He Ser Ser Ser Ser His Ser Phe Leu 
55 60 65 

Thr Trp Ser Lys Leu Asp Ser Ser Gin Leu He Pro Arg Asp Glu Pro 
70 75 80 

Arg Met Trp Val Lys Gly Asn He Leu Trp He Leu Pro Ala Val Gin 
B5 90 95 

Gin Asp Ser Gly Thr Tyr He Cys Thr Phe Arg Asn Ala Ser His Cys 
100 105 HO "5 

Glu Gin Met Ser Val Glu Leu Lys Val Phe Lys Asn Thr Glu Ala Ser 
120 125 130 

Leu Pro His Val Ser Tyr Leu Gin He Ser Ala Leu Ser Thr Thr Gly 
135 140 145 

Leu Leu Val Cys Pro Asp Leu Lys Glu Phe He Ser Ser Asn Ala Asp 
150 155 160 

Gly Lys He Gin Trp Tyr Lys Gly Ala He Leu Leu Asp Lys Gly Asn 
165 170 "5 
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Lys Glu Phe Leu Ser Ala Gly Asp Pro Thr Arg Leu Leu He Ser Asn 
180 185 190 195 

Thr Ser Met Asp Asp Ala Gly Tyr Tyr Arg Cys Val Met Thr Phe Thr 
200 205 210 

Tyr Asn Gly Gin Glu Tyr Asn He Thr Arg Asn lie Glu Leu Arg Val 
215 ~ 220 225 

Lys Gly Ala Thr Thr Glu Pro He Pro Val He He Ser Pro Leu Glu 
230 235 240 

Thr He Pro Ala Ser Leu Gly Ser Arg Leu He Val Pro Cys Lys Val 
245 250 255 

Phe Leu Gly Thr Gly Thr Ser Ser Asn Thr He Val Trp Trp Leu Ala 
260 * 265 270 275 

Asn Ser Thr Phe He Ser Ala Ala Tyr Pro Arg Gly Arg Val Thr Glu 
280 285 290 

Gly Leu His His Gin Tyr Ser Glu Asn Asp Glu Asn Tyr Val Glu Val 
295 300 305 

Ser Leu lie Phe Asp Pro Val Thr Arg Glu Asp Leu His Thr Asp Phe 
310 315 320 

Lys Cys Val Ala Ser Asn Pro. Arg Ser Ser Gin Ser Leu His Thr Thr 
325 330 335 

val Lys Glu Val Ser Ser Thr Phe Ser Trp Ser He Ala Leu Ala Pro 
340 345 350 355 

Leu Ser Leu lie He Leu Val Val Gly Ala He Trp Met Arg Arg Arg 
360 365 370 

Cys Lys Arg Arg Ala Gly Lys Thr Tyr Gly Leu Thr Lys Leu Arg Thr 
375 380 385 

Asp Asn Gin Asp Phe Pro Ser Ser Pro Asn 
390 395 

(2) INFORMATION FOR SEQ ID NO: 14: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 36 base pairs 

(B) TYPE: nucleic acid 
<C) STRAND ED NESS : single 
(D) TOPOLOGY : linear 

(ii) MOLECULE TYPE: DNA (genomic) 

(iii) HYPOTHETICAL: N 

(iv) ANTI-SENSE: N 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 14: 
GCGCGGCCGC CTAGGAAGAG ACTTCTTTGA CTGTGG 
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1. An isolated DNA sequence encoding a biologically active type II IH receptor 
(type II IL-1R) protein. 

2. An isolated DNA sequence according to claim 1, selected from the group 
consisting of: 

(a) cDNA clones having a nucleotide sequence derived from the coding region of a 
native type II IL-1R gene; 

(b) DNA sequences capable of hybridization to the clones of (a) under moderately 
stringent conditions (50°C 2 x SSC) and which encode biologically active type II IL-1R 
protein; and 

(c) DNA sequences which are degenerate as a result of the genetic code to the DNA 
sequences defined in (a) and (b) and which encode biologically active type II IL-1R protein. 

3 . An isolated DNA sequence according to claim 1 which encodes a soluble type II 
IL-1R protein. 

4. An isolated DNA sequence according to claim 3, wherein the soluble type n IL- 
1R protein is selected from the group consisting of the sequence of amino acid residues 1-333 
of SEQIDNO: 1 and the sequence of amino acid residues 1-345 of SEQ ID NO: 12. 

5 . A recombinant expression vector comprising a DNA sequence according to any 
one of claims 1-4. 

6. A process for preparing a biologically active mammalian type II IL-1 receptor 
(type H BL-1R) protein, comprising culturing a suitable host cell comprising a vector according 
to claim 5 under conditions promoting expression. 

7. A purified biologically active type II IL-1 receptor (type II IL-1R) protein. 

8. A purified biologically active soluble human type II IL-1R protein. 

9. A purified biologically active type D IL-1R protein according to claim 7, 
selected from the group consisting of the sequence of amino acid residues 1-333 of SEQ ID 
NO: 1 and the sequence of amino acid residues 1-345 of SEQ ID NO: 12. 
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10. A composition for regulating immune responses in a mammal, comprising an 
effective amount of a type IIIL-1R protein composition according to claim 7, and a suitable 
diluent or carrier. 

11. A method for regulating immune responses in a mammal, comprising 
administering an effective amount of a composition according to claim 10. 

12. The method of claim 11, wherein the type II IL-1R protein is human type II IL- 
1R and die mammal to be treated is a human. 

13. The use of a mammalian type H IL-1R protein in preparing a medicament for 
regulating immune responses in mammals. 

1 4 . The method of claim 1 3ywherein the type IIIL-1R protein is human type II IL- 
1R and the mammal to be treated is a human. 

15. The use of mammalian type II IL-1R protein in preparing a pharmaceutical 
composition suitable for parenteral administration to a human patient for regulating immune 
responses. 

16. A process for detecting type II IL-1 or type IIIL-1R molecules or the interaction 
thereof, comprising the steps of 

(a) binding a mammalian type II IL-1 receptor protein to an IL-1 molecule; 

and 

(b) detecting or measuring the amount of unbound IL-1 or type II IL-1 

receptor. 



17. Antibodies immunoreactive with and having specificity for mammalian type II 
IL-1 receptors. 
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